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Altered Nucleotide Sequence in CD40 Ligand 

Promoter 

This application claims priority under 35 U.S.C. §119 of U.S. application Serial 
No. 60/153,625, filed September 13, 1999. 

FIELD OF THE INVENTION 

This invention relates to autoimmune and inflammatory diseases, especially 
Rheumatoid Arthritis (RA). This invention also relates to diseases or conditions in which 
an elevated CD40 ligand (CD40L) expression is a factor. In addition, the invention 
relates to the causes and progression of autoimmune and inflammatory diseases, and 
diseases in which elevated CD40L expression is a factor, especially RA. The invention 
further relates to new and improved diagnostic and therapeutic methods for autoimmune 
and inflammatory diseases, and diseases in which elevated CD40L expression is a factor, 
especially RA. 

BACKGROUND OF THE INVENTION 

CD4+ T-lymphocytes play a central role in the regulation of immune and 
inflammatory responses. After antigen-specific activation of T helper (Th) cells through 
their antigen receptor (TCR), the highly regulated expression of CD40 ligand (CD40L; 
CD 1 54) on the T cell membrane mediates activation signals to interacting CD40+ target 
cells, including B cells, monocytes, dendritic cells, and activated endothelial cells and 
fibroblasts. When the expression of CD40L is altered, deficient immune responses, as are 
associated with mutated CD40L, or systemic immune activation, as has been observed 
in association with prolonged CD40L expression, can result. Furthermore, as discussed 
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herein, CD40L has been implicated in autoimmune diseases, including systemic lupus 
erythematosus (SLE) and RA. 

CD40L in the immune response 

Human CD40L, a type II transmembrane glycoprotein of 33 kD, belongs to the 
tumor necrosis factor (TNF) superfamily of cell surface interaction molecules (1). 
Engagement of CD40 by Th cell surface CD40L provides an essential signal for B cell 
activation and also mediates activation of macrophages, dendritic cells, endothelial cells 
and synovial cells (2-20). Mutations in the CD40L gene are responsible for the 
immunodeficiency of X chromosome-linked hyper-IgM syndrome (21-27), and CD40L 
has been found to play a critical role in systemic autoimmune diseases, including SLE 
and RA (28-35). Moreover, elevated levels of CD40L may play a role in other diseases 
and conditions such as atherosclerosis and transplant rejections. 

CD40L is predominantly expressed on the CD4+ Th cell subset, although some 
CD8+ T cells, basophils, pulmonary mast cells, platelets, and activated B cells, have also 
been described as CD40L+ (1,2,28,29,32,33,36-39). In vivo, CD40L expression is 
mostly restricted to secondary lymphoid follicles, a site of immunoglobulin (Ig) class 
switching (40,41). Activation of T cells through the TCR-CD3 complex and CD28 
results in rapid induction of T cell surface CD40L, with peak expression observed at 6 
hours and markedly decreased expression by 24 hours (28). The molecular structure of 
CD40L provides a potential site for proteolytic cleavage and shedding from the T cell 
surface, and a soluble form of the molecule has been reported (4,42-47). The rapid on and 
off of the T cell surface expression of CD40L following antigen-specific Th cell 
activation is a central point of regulation of the humoral immune response to T-dependent 
antigens. CD40L is primarily responsible for linked recognition of antigen by T and B 
cells, and it is the tight control of its expression that assures the fairly restricted 
specificity of Th-dependent antibody responses. 

CD40L:CD40 interaction is required for the differentiation of B cells to IgG, IgA, 
and IgE production (6,40,48-56). The Ig classes secreted by B cells activated through 
CD40 are modulated by the dominant cytokine (IL-2, IL-4, or TGF-b) to which those B 
cells are exposed (6,8,49-52,56). CD40 ligation can also induce B cell secretion of TNF- 
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a, IL-6, TGFp, or IL-10, which may further drive B cell differentiation and promote 
inflammation (56,57). The essential role of CD40L in human B cell function, particularly 
Ig class switching to mature isotypes, is confirmed by the demonstration that abnormal 
CD40L, based on any of a number of point mutations or deletions in the X chromosome 
5 gene encoding that molecule, is the molecular basis of the X-linked hyper-IgM syndrome 

(2 1 -27). This immunodeficiency syndrome is characterized by high levels of serum IgM, 
low or absent levels of IgG and IgA, and absent IgE. Its clinical features include 
recurrent infections and an increased incidence of lymphoma. The significance of 
CD40L:CD40 interaction for induction of Ig class switch recombination and in the 
10 generation of a mature immune response has also been confirmed in CD40L knock-out 

mice (40,41). 

Beyond its important role in Ig class switching, CD40L promotes B cell antigen 
presentation function, clonal expansion, and rescue from apoptosis in the germinal center. 
Ligation of B cell CD40 by CD40L leads to the formation of homotypic adhesions 

15 among B cells, heterotypic adhesions between T and B cells, and augmented expression 

of several B cell surface activation, adhesion and co-stimulatory molecules, including 
CD23, CD54 (ICAM-1), CD80 (B7-1), CD86 (B7-2), MHC class II, and CD95 (Fas) 
(1,10,1 1,58-62). Particularly as aresult of increased CD80 and 86, high density B cells 
activated through CD40 have augmented capacity to stimulate T cell activation and 

20 proliferation (1 1). CD40L-expressing T cells canrescue B cells from apoptosis following 

surface Ig ligation by antigen or promote apoptosis through the Fas pathway in the 
absence of B cell receptor signals (48,59-62). Thus, as long as specific antigen is 
available for triggering of T and B cell antigen receptors, CD40L:CD40 interaction has 
the potential to promote and perpetuate T cell-B cell interaction, with concomitant 

25 cytokine production, antibody production, and determinant spreading of the antibody 

response to a widening range of antigenic specificities. 

However, the functional importance of CD40L extends beyond Th-dependent 
antibody responses. CD40L has been implicated in macrophage and dendritic cell 
secretion of nitric oxide, TNFa, and IL-12 (15,20), endothelial cell activation and 

30 expression of adhesion molecules and coagulation factors (17-19), and induction of cell 

surface adhesion molecules and metalloproteinase enzymes by fibroblasts and 
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synoviocytes from RA joint tissue (16,3034,35). The capacity of Th cell CD40L to 
mediate induction of effector functions by a wide range of CD40+ target cells may be 
particularly significant in a localized inflammatory setting, such as the RA joint, where 
all of these cell types are chronically gathered together in an anatomically confined space. 

Regulation of CD40L expression 

As noted, the normally brief expression of CD40L after TCR-mediated Th cell 
activation reflects the important role of that molecule in the maintenance of the fine 
specificity of an immune response. Prolonged or ectopic expression of CD40L, as 
observed in SLE (28,29,32), may contribute to polyclonal B cell activation and the 
induction of undesired antibody specificities, as well as cytokine production by 
macrophages and dendritic cells, and endothelial and synoviocyte activation. Several 
mechanisms are known or postulated to control the expression of CD40L: a) 
transcriptional regulation; b) post-transcriptional regulation of CD40L mRNA; c) release 
of CD40L protein onto the cell membrane; and d) enzymatic release of soluble CD40L 
(sCD40L) from the cell membrane or from intracellular stores (1,4,28,43-45,63). The 
close correlation of both kinetics and quantity of CD40L mRNA expression with cell 
surface sCD40L protein expression suggests the importance of transcriptional regulation 
(47,64). The functional significance of transcriptional or posttranscriptional CD40L 
controls is demonstrated by the recent report of a 4-5 fold increase in production of a T- 
dependent antibody when CD40L mRNA and protein were increased by less than 2 fold 
(64). 

The genomic structure of human CD40L has been characterized (4,65-68). The 
gene is located on chromosome Xq26-27 and includes five exons and four introns, a 3' 
untranslated region that contains a polymorphic (CA)n/(GT)n repeat, and a 5 ' promoter. 
The approximately 500 bp 5' of the transcription initiation site have been shown to 
contain the key regulatory elements that confer transcription in a transfection system, 
although one abstract has suggested that a motif in a 3' enhancer region magnifies the 
level of transcription (63,69,70). An unusual feature of the 5 * promoter region is a poly- A 
tract, more commonly seen in the 3 5 segment of genes. More typical features of the 
promoter include a TATA-like sequence and two NF-AT-binding motifs that are 
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important for transcriptional activity (63). Nuclear protein extracts from activated CD4 
T cell lines bound to an oligonucleotide probe containing the proximal NF-AT element 
(-62 to -69 5' of the transcription initiation site) in electromobility shift assays (EMS A), 
supporting a role for that transcription factor in CD40L promoter function (63). The 
5 importance of other binding motifs in the proximal promoter and their interacting 

proteins in the initiation of human CD40L transcription has not yet been addressed. 

CD40L expression in autoimmune diseases, including RA 

While hyperlgM immunodeficiency syndrome is based on mutation and impaired 

10 function of CD40L, patients with systemic autoimmune diseases characterized by 

excessive Th cell-dependent B cell activation and differentiation have been shown to 
have increased or prolonged expression of CD40L. This altered expression has been best 
documented in SLE, the prototypic systemic autoimmune disease in which a constitutive 
expression of CD40L on T cells has been found in patients with clinically active disease 

15 (28,29,32). Moreover, following stimulation of SLE T cells with the non-specific 

activators phorbol myri state acetate (PMA) and ionomycin, cell surface expression of the 
usually tightly regulated CD40L is prolonged up to 48 hours in some patients (28). 
Concordant with those results are additional data demonstrating increased CD40L mRNA 
stability in patients with SLE. Increased production of CD40L is most readily discerned 

20 by quantitation of the soluble form of CD40L. While normal subjects have either 

undetectable or low pg/ml levels of sCD40L in sera, sera from patients with SLE have 
significant elevations of sCD40L that is related to the degree of disease activity (46,47). 
These data, which confirm the predicted role of increased Th cell function in a disease, 
SLE, characterized by increased spontaneous Ig class switching and production of 

25 somatically mutated autoantibodies, have provided the rationale for successful pre- 

clinical studies, and ongoing clinical trials, of CD40L blockade in SLE (71). 

Although most clinical studies of CD40L expression and function have been 
performed in SLE and in conditions of allograft rejection (28,29,32,72), recent data 
implicate that molecule in the pathogenesis of RA as well. CD40L+ T cells have been 

30 demonstrated in a subset of RA peripheral blood, synovial fluid (SF), and synovial tissue 

(ST) samples (31,33). The soluble form of CD40L is also present in some RA SF (31). 



WO 01/19844 



PCT/US00/24966 



6 



The pathogenic potential of synovial CD40L is indicated by the proliferation of synovial 
cells and their production of TNFa when triggered through CD40 (30,34,35). The 
presence of excess sCD40L in the peripheral circulation, is, however, less impressive in 
RA than in SLE (46). One study was unable to detect serum sCD40L in the same patients 
who did have sCD40L present in SF (31). Data from patients with RA show increased 
levels in some RA sera, but at generally lower concentrations than in SLE (46). It should 
be noted, however, that CD40L expression is not an absolute prerequisite for 
inflammatory polyarthritis. An interesting recent description of a patient with hyper-IgM 
syndrome who also had a very destructive polyarthritis indicates that mechanisms other 
than high CD40L, perhaps high levels of TNFa induced through non-CD40 pathways, 
can produce clinical RA (73). However, the general importance of CD40L:CD40 
interactions in inflammatory arthritis syndromes is documented by abrogation of disease 
by the specific blockade of CD40L in a common model of inflammatory arthritis, 
collagen-induced arthritis (74). Characterization of the DNA elements and transcription 
factors that mediate CD40L expression in the RA synovium is a primary aim of the 
proposed research. 



Susceptibility genes in RA 
Studies of the genetic basis of susceptibility to RA and of disease severity have 
focused on the HLA-DR locus, with DRB1*01 and 04 conferring increased risk. 
Examination of non-HLA susceptibility genes in RA is at an early stage. It is of interest, 
however, that a microsatellite near CD40L has suggested linkage to RA in patients who 
are DR4-/DR1- (75). In those subjects, the expression of the (GT)2 1 allele, located in the 
3* untranslated region of the CD40L gene, increased the relative risk of acquiring RA 
more than 1 1 times, but was more important in males than females. A second recent 
study reports that the maximum lod score (MLS) for a site near the CD40L gene on 
chromosome X, between markers DXS1227 and DXS1200, was 2.93 and a region 2 mM 
to the right of DXS1232 had a MLS of 3.03 (76). However, additional study is needed 
to determine the relationship of these observations, if any, to CD40L regulation and 
function. 
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Microsatellite instability 

Genome fidelity is a high priority in biologic systems. With each replication of 
DNA during cell division, the potential for error, resulting in point mutations, deletions, 
or additions to the genome, is offset by the complex machinery of DNA repair. Somatic 
hypermutation of Ig genes is an exception to this generalization, permitting the controlled 
mutation of a limited stretch of DNA that spans the 5' region of heavy and light chain Ig 
genes when an antigen-activated B cell receives the appropriate complement of Th- 
derived signals (77). Other than this very specialized function of B lymphocytes, somatic 
mutation has primarily been observed in the setting of malignancies. Microsatellite 
instability is a type of mutational event that refers to variability in the size of nucleotide 
repeats and has been associated with tumors of the replication error (RER) phenotype, 
such as familial colorectal cancer (78-87). A growing number of examples of poly- A 
nucleotide tracts that are associated with microsatellite instability and malignancy has 
drawn attention to these motifs and the role that they may play in induction of mutation. 
A poly- A tract in the coding sequence of the human MSH2 mismatch repair gene is one 
of these unstable microsatellites (83,88), and a poly-A repeat in exon 3 of the 
transforming growth factor (TGF) bll receptor gene is also subject to mutations that can 
result in a frameshift in RER tumors (78,84,86,87). The general rule is that repetitive 
sequences are copied with less fidelity than nonrepetitive sequences, with additions or 
deletions in those repetitive sequences sometimes resulting in a "mutator phenotype" 
(89). While many of the altered microsatellite sequences have no effect on the function 
of the organism, others impact important cellular pathways (90). 

Several examples of poly-A tracts in gene promoters suggest that microsatellite 
instability may also affect promoter function (91-94). A 13 bp poly-A tract in the 
mammalian ME1 gene promoter binds a transcription factor, MBPa; is associated with 
DNA bending; and can initiate transcription from the mid-region of the poly-A tract 
(93,94). It has been suggested that the DNA bending in this region may be important in 
permitting DNA polymerase entry into the region of transcription initiation (95). A recent 
abstract reports on a poly-A tract of variable length in the LTR promoter region of the 
HRES-1 human endogenous retroviral sequence on chromosome lq41 that is associated 
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with nearby mutations, although promoter function was not investigated in that study 
(96). 

Alterations in nucleotides in a promoter region can change the conformation of 
the promoter itself, including its regulatory elements, affect the binding of transcription 
factors, and up- or down-regulate gene expression. Thus there is a need in the art to 
further explore the factors which influence CD40L expression, especially the promoter 
region, to better understand the causes and progression of autoimmune and inflammatory 
diseases, and diseases or conditions in which elevated CD40L expression is a factor, 
especially RA. Such knowledge may lead to the discovery for new and improved 
treatment methods for RA and other autoimmune and/or inflammatory diseases. There 
is further a need in the art for better diagnostic procedures to evaluate diseases or 
conditions in which elevated CD40L expression is a factor, as well as identify individuals 
who are at a risk of contracting such diseases. The present invention addresses these and 
other needs in the art. 

SUMMARY OF THE INVENTION 

The present invention provides an altered CD40L promoter, and uses of the 
altered CD40L promoter in the study, diagnosis, and treatment of a variety of 
inflammatory and autoimmune diseases, as well as diseases in which elevated expression 
of CD40L is a factor, especially Rheumatoid Arthritis (RA). Applicants have 
surprisingly discovered that the altered promoter is increased in prevalence in individuals 
with RA. Without being bound to any specific theory, it is believed that this altered 
promoter contributes to increased gene expression, protein production, and inflammation 
in the synovial membrane. The altered promoter sequence and related proteins, such as, 
e.g., transcriptional factors, which interacts with the altered CD40L promoter therefore 
present new therapeutic targets for the diagnosis and treatment of a variety of diseases, 
especially RA. 
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Thus, nucleic acids corresponding to the altered promoter sequence or parts 
thereof; proteins peptides, or other factors which interact with the altered CD40L 
promoter sequence, antibodies to the altered CD40L promoter sequence, and cells 
transformed with nucleic acids containing the altered promoter sequence, as well as 
transgenic animals comprising such nucleic acids, that possess various utilities, are 
described herein for the diagnosis, therapy and continued investigation of diseases and 
conditions in which an elevated expression of CD40L is a factor, especially RA. 

The invention provides a method for detecting an alteration of the CD40L 
promoter sequence associated with inflammatory and autoimmune disorders, or another 
disorder in which elevated CD40L expression is a factor, especially RA, comprising 
obtaining a nucleic acid sample from an individual at risk for, diagnosed with, or 
suspected of having, RA or another inflammatory or autoimmune disease, and 
sequencing the CD40L promoter sequence from said sample. In particular, such methods 
can identify normal human alleles as well as altered alleles of the CD40L promoter which 
are causative of or contribute to such disorders, especially RA. 

The invention also invention provides a method for identifying individuals 
predisposed to or having an inflammatory or autoimmune disease, or a disease in which 
elevated CD40L expression is a factor, such as RA, comprising obtaining a nucleic acid 
sample from an individual diagnosed with, suspected of having, or at risk for, such a 
disease, and sequencing the CD40L promoter. 

The invention also provides a method for identifying individuals predisposed to 
or having a an inflammatory or autoimmune disease such as RA, or another disease in 
which elevated CD40L expression is a factor, comprising obtaining cells that contain 
nucleic acid comprising the CD40L promoter, and under non-pathological conditions, 
measuring a level of transcriptional activity of the nucleic acid encoding for CD40L. 

The invention further provides a method for identifying individuals predisposed 
to or having an inflammatory or autoimmune disease, especially RA, or a related 
disorder, comprising obtaining cells from an individual that express nucleic acid 
encoding CD40L, and measuring CD40L transcriptional activity. Alternatively, CD40L 
could be isolated from that individual to investigate, for example, whether CD40L 
mRNA transcription or CD40L expression levels differ from typical levels. 
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The invention also provides a method for identifying putative agents that affect 
an inflammatory or autoimmune disease, or a disease or condition in which elevated 
CD40L levels is a factor, especially RA, comprising adding one or more of said agents 
to a reconstituted system comprising the altered promoter sequence and all or parts of the 
5 CD40L gene, and detecting a change in CD40L transcriptional activity. 

The invention also provides a method for identifying putative agents that affect 
an inflammatory or autoimmune disease, or a disease or condition in which elevated 
CD40L expression is a factor, especially RA, comprising adding one or more said agents, 
such as a transcription factor, to the altered promoter sequence, and detecting a 
10 conformational change in the promoter sequence. 

The invention also provides cellular models of inflammatory or autoimmune 
diseases such as RA, or related disorders, that comprise the altered promoter sequence 
and all or part of the CD40L gene, which can be used as a therapeutic target for the 
development of drugs that interact with the altered promoter sequence, and thus can 
15 useful in the treatment and prevention of these disorders. 

Further the invention provides for a method for identifying substances that 
modulate CD40L transcriptional activity, comprising contacting a sample containing one 
or more substances with the reconstituted or cellular model comprising the altered 
promoter sequence or fragments thereof, measuring CD40L transcription, and 
20 determining whether a change in CD40L transcriptional activity occurs. In a preferred 

embodiment, the substance is a negative regulatory element, i.e., downregulates CD40L 
transcriptional activity. In another preferred embodiment, the substance is a positive 
regulatory element, i.e., stimulates CD40L transcriptional activity. 

These and other aspects of the invention are further elaborated in the Detailed 
25 Description of the Invention and Examples, infra. 

DESCRIPTION OF THE DRAWINGS 

FIG. 1 shows that protein complexes from activated peripheral blood T cells bind 
30 to oligonucleotides derived from the proximal CD40L promoter. 32 P-labeled double- 

stranded oligonucleotide fragments, corresponding to -88 to -57 bp (NM1-L) or -73 to 
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-41 bp (NM1-P) of the proximal CD40L promoter, were incubated with PBMC nuclear 
extracts from a healthy subject and then run on a polyacrylamide gel. Protein complexes 
bound to the oligonucleotides retarded the migration of the labeled promoter fragments. 
An oligonucleotide containing a known NF-AT site in the human IL-4 promoter served 
as a positive control. 

FIG. 2 shows 5' flanking sequence alignment for wild-type [SEQ ID NO: 1] and 
altered [SEQ ID NO: 2] CD40L. The 5' flanking sequence of CD40L was amplified 
from genomic DNA from healthy subjects and from individuals with systemic 
autoimmune disease and sequenced. 

FIG. 3 shows representative poly-A tract sequences [SEQ ID NOS: 3-32], the 
results of direct sequencing of the CD40L proximal promoter from 5 arthritis synovial 
tissue and 2 control peripheral blood samples. All samples demonstrated the consensus 
ATT 5' of the poly-A tract and CCTTT 3' of the poly-A tract. Variability in the length 
of the poly-A tract was observed in all individuals studied, and the substitution of a C for 
an A at position -125 (indicated by *) was observed in some samples. Note that ST07, 
derived from a male, shows the A to C alteration in 4/4 subclones sequenced. 

FIG. 4 shows a summary of CD40L promoter sequence data on patients with 
arthritis. ST designates synovial tissue samples; PB designates peripheral blood samples; 
Ethnic group designation: AS = Asian, C A = Caucasian, HI = Hispanic; indicates the 
presence of an A to C change at position -125, corresponding to residue 33 1 of SEQ ID 
NO: 2. The number of subclones with an A to C change to the total number of subclones 
sequence is indicated. 

FIG. 5 shows representative ABI Prism data demonstrating wild-type and altered 
poly-A tract sequence in 2 subclones from a synovial tissue sample. Genomic DNA from 
an RA female was amplified, subcloned, and sequenced. Two out of 7 sequenced 
subclones are shown. The top panel demonstrates a poly-A tract expressing the wild-type 
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A at position -125. The bottom panel demonstrates a poly- A tract expressing the altered 
A to C at position -125. 

FIG. 6 shows a summary of CD40L promoter sequence data on patients with SLE 
or healthy subjects. 

FIG, 7 shows that A to C substitution at position -125 of the CD40L proximal 
promoter confers increased promoter activity. CD40L promoter segments containing 
either A (wild-type) or C (altered) at position -125 were tested for activity by the 
luciferase reporter assay. 

FIG. 8 a comparison between human [SEQ ID NO: 1] and mouse (Genbank 
Accession No. L47983 [SEQ ID NO: 37]) CD40L proximal promoter sequence. 
Divergent nucleotides are indicated with an * and gaps in nucleotides are indicated with 
a The nucleotide positions, in relation to the transcription start site, are labeled in 
reference to the human sequence. The TATA box (-140 to -136), the CRE BPI-binding 
consensus site (-109 to -102, and the NF-AT-binding motif (-68 to -63) are underlined. 

FIG. 9 shows prolonged CD40L mRNA expression in SLE PBMC compared 
with healthy control PBMC . 

FIG. 10 shows constructs used in transient transfection and luciferase reporter 
assay to assess CD40L promoter activity. 

FIG. 1 1 shows the amount of soluble CD40L in sera from patients with systemic 
autoimmune disease. Serum samples were collected from healthy subjects, SLE patients, 
and patients with other autoimmune or inflammatory conditions, including RA, systemic 
vasculitis, anti-phospholipid antibody syndrome, Lyme disease, and other disorders). 
Soluble CD40L was quantified by ELISA. 
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FIG. 12 shows a strategy to screen for the A to C alteration in the CD40L 
proximal promoter by the ARMS method, via a two-stage amplification of the poly-A 
tract. 

FIG* 13 shows the results of an ARMS screening experiment wherein the A to 
C alteration was found in two patients; ST28 and ST30. 

FIG. 14 shows a summary of CD40L promoter A to C alteration data in arthritis 
patients compared to healthy controls. Arthritis patients (termed RA but also including 
several OA, OA/RA, JRA, and an AVN patient) had a statistically significantly increased 
occurrence of C at position -125 when compared to healthy controls, with chi-square = 
7.8, p=0.008. 

DETAILED DESCRIPTION OF THE INVENTION 

The present invention concerns altered promoter sequences for a CD40 ligand 
(CD40L) implicated in various diseases, including inflammatory and autoimmune 
diseases, especially Rheumatoid Arthritis (RA), and methods of use thereof. In 
particular, the invention concerns the discovery of an A to C substitution in the proximal 
promoter of CD40L in RA patients, which provides for new strategies to study the 
mechanisms of RA, new methods for RA diagnosis, and new targeted therapy to 
modulate CD40L expression in RA and other autoimmune diseases. 

The prevalence of the altered nucleotide sequence in the proximal promoter 
region of CD40L is increased in genomic DNA samples isolated from RA synovial tissue 
and peripheral blood. Further, transcriptional activity differs between wild-type and 
altered CD40L promoter fragments. The altered nucleotide sequence is centered in a 
poly-adenine (poly-A) tract, a DNA motif that is unusual in 5 * regulatory regions and that 
is of varying length among the sequences studied. Characterization of these CD40L DNA 
alterations and the transcriptional regulatory proteins that bind to the altered promoter 
will provide new information on the effects of genetic variability in a key 
immunoregulatory molecule. It is believed that, without being bound to any specific 
theory, the demonstration of altered promoter function and increased CD40L protein 
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expression in association with the altered promoter nucleotide sequence shows a 
pathogenic role of the altered promoter sequence in diseases or disorders where CD40L 
is implicated, especially RA. Based upon the invention, new targeted therapies can be 
developed to modulate CD40L expression and immune system activity in RA and other 
systemic autoimmune or inflammatory diseases, as well as related disorders. Moreover, 
the invention provides diagnostic methods to identify, confirm, and/or evaluate 
inflammatory or autoimmune diseases, and diseases or conditions in which an elevated 
expression of CD40L is a factor, especially RA. 

Definitions 

In accordance with the present invention there may be employed conventional 
molecular biology, microbiology, and recombinant DNA techniques within the skill of 
the art. Such techniques are explained fully in the literature. See, e.g., Sambrook, 1989; 
Glover, 1985; Hames and Higgins, 1985; Hames and Higgins, 1984; Freshney, 1986; 
Perbal, 1984; Ausubel et al y 1994 (116-122). 

If appearing herein, the following terms shall have the definitions set out below. 

As used herein, "about" or "approximately" shall mean within 50 percent, 
preferably within 20 percent, more preferably within 5 percent, of a given value or range. 

A value which is "substantially different" from another value can mean that there 
is a statistically significant difference between the two values. Any suitable statistical 
method known in the art can be used to evaluate whether differences are significant or 
not. A "statistically significant" difference means a significance is determined at a 
confidence interval of at least 90%, more preferably at a 95% confidence interval. 

"DNA" (deoxyribonucleic acid) means any chain or sequence of the chemical 
building blocks adenine (A), guanine (G), cytosine (C) and thymine (T), called nucleotide 
bases, that are linked together on a deoxyribose sugar backbone. DNA can have one 
strand of nucleotide bases, or two complimentary strands which may form a double helix 
structure. 

"RNA" (ribonucleic acid) means any chain or sequence of the chemical building 
blocks adenine (A), guanine (G), cytosine (C) and uracil (U), called nucleotide bases, that 
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are linked together on a ribose sugar backbone. RNA typically has one strand of 
nucleotide bases. 

A "polynucleotide" or "nucleotide sequence" is a series of nucleotide bases (also 
called "nucleotides") in DNA and RNA, and means any chain of two or more nucleotides. 
A nucleotide sequence typically carries genetic information, including the information 
used by cellular machinery to make proteins and enzymes. These terms include double 
or single stranded genomic and cDNA, RNA, any synthetic and genetically manipulated 
polynucleotide, and both sense and anti-sense polynucleotide (although only sense stands 
are being represented herein). This includes single- and double-stranded molecules, i.e., 
DNA-DNA, DNA-RNA and RNA-RNA hybrids, as well as "protein nucleic acids" 
(PNA) formed by conjugating bases to an amino acid backbone. This also includes 
nucleic acids containing modified bases, for example thio-uracil, thio-guanine and fluoro- 
uracil. 

The polynucleotides herein may be flanked by natural regulatory sequences, or 
may be associated with heterologous sequences, including promoters, enhancers, 
response elements, signal sequences, polyadenylation sequences, introns, 5 f - and 3'- non- 
coding regions, and the like. The nucleic acids may also be modified by many means 
known in the art. Non-limiting examples of such modifications include methylation, 
"caps", substitution of one or more of the naturally occurring nucleotides with an analog, 
and internucleotide modifications such as, for example, those with uncharged linkages 
(e.g., methyl phosphonates, phosphotriesters, phosphoroamidates, carbamates, etc.) and 
with charged linkages (e.g., phosphorothioates, phosphorodithioates, etc.). 
Polynucleotides may contain one or more additional covalently linked moieties, such as, 
for example, proteins (e.g., nucleases, toxins, antibodies, signal peptides, poly-L-lysine, 
etc.), intercalators (e.g., acridine, psoralen, etc.), chelators (e.g., metals, radioactive 
metals, iron, oxidative metals, etc.), and alkylators. The polynucleotides may be 
derivatized by formation of a methyl or ethyl phosphotriester or an alkyl 
phosphoramidate linkage. Furthermore, the polynucleotides herein may also be modified 
with a label capable of providing a detectable signal, either directly or indirectly. 
Exemplary labels include radioisotopes, fluorescent molecules, biotin, and the like. 
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A "codon" is a triplet of nucleotides corresponding to an amino acid. Each amino 
acid is represented in DNA or RNA by one or more codons. The genetic code has some 
redundancy, also called degeneracy, meaning that most amino acids have more than one 
corresponding codon. For example, the amino acid lysine (Lys) can be coded by the 
nucleotide triplet or codon AAA or by the codon AAG. 

The "reading frame" describes the way that a nucleotide sequence is grouped into 
codons. Because the nucleotides in DNA and RNA sequences are read in groups of three 
for protein production, it is important to begin reading the sequence at the correct amino 
acid, so that the correct triplets are read. 

A "coding sequence" or a sequence "encoding" a polypeptide, protein or enzyme 
is a nucleotide sequence that, when expressed, results in the production of that 
polypeptide, protein or enzyme, i.e., the nucleotide sequence encodes an amino acid 
sequence for that polypeptide, protein or enzyme. A coding sequence is "under the 
control" of transcriptional and translational control sequences in a cell when RNA 
polymerase transcribes the coding sequence into mRNA, which is then trans-RNA 
spliced and translated into the protein encoded by the coding sequence. Preferably, the 
coding sequence is a double-stranded DNA sequence which is transcribed and translated 
into a polypeptide in a cell in vitro or in vivo when placed under the control of 
appropriate regulatory sequences. The boundaries of the coding sequence are determined 
by a start codon at the 5 1 (amino) terminus and a translation stop codon at the 3* 
(carboxyl) terminus. A coding sequence can include, but is not limited to, prokaryotic 
sequences, cDNA from eukaryotic mRNA, genomic DNA sequences from eukaryotic 
(e.g., mammalian) DNA, and even synthetic DNA sequences. If the coding sequence is 
intended for expression in a eukaryotic cell, a polyadenylation signal and transcription 
termination sequence will usually be located 3' to the coding sequence. 

The term "gene", also called a "structural gene" means a DNA sequence that 
codes for or corresponds to a particular sequence of amino acids which comprise all or 
part of one or more proteins or enzymes, and may or may not include regulatory DNA 
sequences, such as promoter sequences, which determine for example the conditions 
under which the gene is expressed. Some genes, which are not structural genes, may be 
transcribed from DNA to RNA, but are not translated into an amino acid sequence. Other 
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genes may function as regulators of structural genes or as regulators of DNA 
transcription. A gene encoding a protein of the invention for use in an expression system, 
whether genomic DNA or cDNA, can be isolated from any source, particularly from a 
human cDNA or genomic library. 
5 A transcriptional or translational "control sequence" is a DNA regulatory 

sequence, such as a promoter, enhancer, terminator, and the like, that provide for the 
expression of a coding sequence in a host cell. 

A transcriptional or translational "control element"or "regulatory element" is an 
element, such as, e.g., a transcription factor, that induces, stimulates, down-regulates, or 

1 0 affect, the transcription or translation, respectively, of a gene or polynucleotide sequence. 

A "promoter sequence" is a DNA regulatory region capable of binding RNA 
polymerase in a cell and initiating transcription of a downstream (3 1 direction) coding 
sequence. The promoter sequence can be bounded at its 3' terminus by the transcription 
initiation site and extend upstream (5 1 direction) to include the minimum number of bases 

15 or elements necessary to initiate transcription at levels detectable above background. 

Within the promoter sequence will be found a transcription initiation site (conveniently 
defined for example, by mapping with nuclease SI), as well as protein binding domains 
(consensus sequences) responsible for the binding of RNA polymerase. As described 
above, promoter DNA is a DNA sequence which initiates, regulates, or otherwise 

20 mediates or controls the expression of the coding DNA. A promoter may be "inducible" , 

meaning that it is influenced by the presence or amount of another compound (an 
"inducer"). For example, an inducible promoter includes those which initiate or increase 
the expression of a downstream coding sequence in the presence of a particular inducer 
compound. A "leaky" inducible promoter is a promoter that provides a high expression 

25 level in the presence of an inducer compound and a comparatively very low expression 

level, and at minimum a detectable expression level, in the absence of the inducer. 

A "signal sequence" can be included at the beginning of the coding sequence of 
a protein to be expressed in the periplasmic space, or outside the cell. This sequence 
encodes a signal peptide, N-terminal to the mature polypeptide, that directs the host cell 

30 to translocate the polypeptide. The term "translocation signal sequence" is also used to 

refer to a signal sequence. Translocation signal sequences can be found associated with 
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a variety of proteins native to eukaryotes and prokaryotes, and are often functional in 
both types of organisms. Proteins of the invention may be further modified and improved 
by adding a sequence which directs the secretion of the protein outside the host cell. The 
addition of the signal sequence does not interfere with the folding of the secreted protein, 
and evidence thereof is easily tested for using techniques known in the art and depending 
on the protein (e.g., tests for activity of a given protein after modification). 

Polynucleotides are "hybridizable" to each other when at least one strand of one 
polynucleotide can anneal to another polynucleotide under defined stringency conditions. 
Stringency of hybridization is determined, e.g., by a) the temperature at which 
hybridization and/or washing is performed, and b) the ionic strength and polarity (e.g., 
formamide) of the hybridization and washing solutions, as well as other parameters. 
Hybridization requires that the two polynucleotides contain substantially complementary 
sequences; depending on the stringency of hybridization, however, mismatches may be 
tolerated. Typically, hybridization of two sequences at high stringency (such as, for 
example, in an aqueous solution of 0.5*SSC at 65°C) requires that the sequences exhibit 
some high degree of complementarity over their entire sequence. Conditions of 
intermediate stringency (such as, for example, an aqueous solution of 2*SSC at 65°C) 
and low stringency (such as, for example, an aqueous solution of 2*SSC at 55°C), require 
correspondingly less overall complementarity between the hybridizing sequences. 
(1*SSC is 0.15 M sodium chloride, 0.015 M sodium citrate.) Polynucleotides that 
"hybridize" to the polynucleotides herein may be of any length. In one embodiment, such 
polynucleotides are at least 10, preferably at least 15 and most preferably at least 20 
nucleotides long. In another embodiment, polynucleotides that hybridizes are of about 
the same length. 

The term "DNA reassembly" is used when recombination occurs between 
identical sequences. "DNA shuffling" refers herein to a group of in vitro and in vivo 
methods involving recombination of nucleic acid species. 

A "protein" or "polypeptide", which terms are used interchangeably herein, 
comprises one or more chains of chemical building blocks called amino acids that are 
linked together by chemical bonds called peptide bonds. 

An "enzyme" means any substance, preferably composed wholly or largely of 
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protein, that catalyzes or promotes, more or less specifically, one or more chemical or 
biochemical reactions. The term "enzyme" can also refer to a catalytic polynucleotide 
(e.g. RNA or DNA). A "test" enzyme is a substance that is tested to determine whether 
it has properties of an enzyme. 

A "native" or "wild-type" protein, enzyme, polynucleotide, gene, or cell, means 
a protein, enzyme, polynucleotide, gene, or cell that occurs in nature. 

A "parent" protein, enzyme, polynucleotide, gene, or cell, is any protein, enzyme, 
polynucleotide, gene, or cell, from which any other protein, enzyme, polynucleotide, 
gene, or cell, is derived or made, using any methods, tools or techniques, and whether or 
not the parent is itself native or mutant. A parent polynucleotide or gene can encode for 
a parent protein or enzyme. 

A "mutant", "altered", "variant" or "modified" protein, enzyme, polynucleotide, 
gene, or cell, means a protein, enzyme, polynucleotide, gene, or cell, that has been altered 
or derived, or is in some way different or changed, from a parent protein, enzyme, 
polynucleotide, gene, or cell. An alteration in a gene includes, but is not limited to, 
alteration the promoter region, or other regions which affect transcription, which can 
result in altered expression levels of a protein. A mutant or modified protein or enzyme 
is usually, although not necessarily, expressed from a mutant polynucleotide or gene. 

A "mutation" or "alteration" means any process or mechanism resulting in a 
mutant protein, polynucleotide, gene, or cell. This includes any mutation in which a 
protein, polynucleotide, or gene sequence is altered, any protein, polynucleotide, or gene 
sequence arising from a mutation, any expression product (e.g. protein) expressed from 
a mutated polynucleotide or gene sequence, and any detectable change in a cell arising 
from such a mutation. 

"Function-conservative variants" are proteins or enzymes in which a given amino 
acid residue has been changed without altering overall conformation and function of the 
protein or enzyme, including, but not limited to, replacement of an amino acid with one 
having similar properties (such as, for example, acidic, basic, hydrophobic, and the like). 
Amino acids with similar properties are well known in the art. For example, arginine, 
histidine and lysine are hydrophilic-basic amino acids and may be interchangeable. 
Similarly, isoleucine, a hydrophobic amino acid, may be replaced with leucine, 
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methionine or valine. Amino acids other than those indicated as conserved may differ 
in a protein or enzyme so that the percent protein or amino acid sequence similarity 
between any two proteins of similar function may vary and may be, for example, from 
70% to 99% as determined according to an alignment scheme such as by the Cluster 
Method, wherein similarity is based on the MEGALIGN algorithm. A "function- 
conservative variant" also includes a polypeptide or enzyme which has at least 60% 
amino acid identity as determined by BLAST or FASTA algorithms, preferably at least 
75%, most preferably at least 85%, and even more preferably at least 90%, and which has 
the same or substantially similar properties or functions as the native or parent protein 
or enzyme to which it is compared. A "luminescent" substance means any substance 
which produces detectable electromagnetic radiation, or a change in electromagnetic 
radiation, most notably visible light, by any mechanism, including color change, UV 
absorbance, fluorescence and phosphorescence. Preferably, a luminescent substance 
according to the invention produces a detectable color, fluorescence or UV absorbance. 

The term "host cell" means any cell of any organism that is selected, modified, 
transformed, grown, or used or manipulated in any way, for the production of a substance 
by the cell, for example the expression by the cell of a gene, a DNA or RNA sequence, 
a protein or an enzyme. 

The term "expression system" means a host cell and compatible vector under 
suitable conditions, e.g. for the expression of a protein coded for by foreign DNA carried 
by the vector and introduced to the host cell. Common expression systems include 
bacteria (e.g. E. coli and B. subtilis) or yeast (e.g. S. cerevisiae) host cells and plasmid 
vectors, and insect host cells and Baculovirus vectors. As used herein, a "facile 
expression system" means any expression system that is foreign or heterologous to a 
selected polynucleotide or polypeptide, and which employs host cells that can be grown 
or maintained more advantageously than cells that are native or heterologous to the 
selected polynucleotide or polypeptide, or which can produce the polypeptide more 
efficiently or in higher yield. For example, the use of robust prokaryotic cells to express 
a protein of eukaryotic origin would be a facile expression system. Preferred facile 
expression systems include E. coli, B. subtilis and S. cerevisiae host cells and any 
suitable vector. 
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The term "transformation" means the introduction of a "foreign" (i.e. extrinsic or 
extracellular) gene, DNA or RNA sequence to a host cell, so that the host cell will 
express the introduced gene or sequence to produce a desired substance, typically a 
protein or enzyme coded by the introduced gene or sequence. The introduced gene or 
sequence may also be called a "cloned" or "foreign" gene or sequence, may include 
regulatory or control sequences, such as start, stop, promoter, signal, secretion, or other 
sequences used by a cell's genetic machinery. The gene or sequence may include 
nonfunctional sequences or sequences with no known function. A host cell that receives 
and expresses introduced DNA or RNA has been "transformed" and is a "transformant" 
or a "clone." The DNA or RNA introduced to a host cell can come from any source, 
including cells of the same genus or species as the host cell, or cells of a different genus 
or species. 

The terms "vector", "cloning vector" and "expression vector" mean the vehicle 
by which a DNA or RNA sequence (e.g. a foreign gene) can be introduced into a host 
cell, so as to transform the host and promote expression (e.g. transcription and 
translation) of the introduced sequence. 

Vectors typically comprise the DNA of a transmissible agent, into which foreign 
DNA is inserted. A common way to insert one segment of DNA into another segment 
of DNA involves the use of enzymes called restriction enzymes that cleave DNA at 
specific sites (specific groups of nucleotides) called restriction sites. Generally, foreign 
DNA is inserted at one or more restriction sites of the vector DNA, and then is carried 
by the vector into a host cell along with the transmissible vector DNA. A segment or 
sequence of DNA having inserted or added DNA, such as an expression vector, can also 
be called a "DNA construct." 

A common type of vector is a "plasmid", which generally is a self-contained 
molecule of double-stranded DNA, that can readily accept additional (foreign) DNA and 
which can readily introduced into a suitable host cell. A plasmid vector often contains 
coding DNA and promoter DNA and has one or more restriction sites suitable for 
inserting foreign DNA. Promoter DNA and coding DNA may be from the same gene or 
from different genes, and may be from the same or different organisms. A large number 
of vectors, including plasmid and fungal vectors, have been described for replication 
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and/or expression in a variety of eukaryotic and prokaryotic hosts. Non-limiting 
examples include pKK plasmids (Clonetech), pUC plasmids, pET plasmids (Novagen, 
Inc., Madison, WI), pRSET or pREP plasmids (Invitrogen, San Diego, C A), or pMAL 
plasmids (New England Biolabs, Beverly, MA), and many appropriate host cells, using 
5 methods disclosed or cited herein or otherwise known to those skilled in the relevant art. 

Recombinant cloning vectors will often include one or more replication systems for 
cloning or expression, one or more markers for selection in the host, e.g. antibiotic 
resistance, and one or more expression cassettes. Preferred vectors include without 
limitations pGL-2, pcWori, pET-26b(+), pXTD14, pYEX-Sl, pMAL, and pET22-b(+). 

10 Other vectors may be employed as desired by one skilled in the art. Routine 

experimentation in biotechnology can be used to determine which vectors are best suited 
for used with the invention, if different than as described in the Examples. In general, 
the choice of vector depends on the size of the polynucleotide sequence and the host cell 
to be employed in the methods of this invention. 

15 A "cassette" refers to a segment of DNA that can be inserted into a vector at 

specific restriction sites. The segment of DNA encodes a polypeptide of interest, and the 
cassette and restriction sites are designed to ensure insertion of the cassette in the proper 
reading frame for transcription and translation. 

The terms "express" and "expression" mean allowing or causing the information 

20 in a gene or DNA sequence to become manifest, for example producing a protein by 

activating the cellular functions involved in transcription and translation of a 
corresponding gene or DNA sequence. A DNA sequence is expressed in or by a cell to 
form an "expression product" such as a protein. The expression product itself, e.g. the 
resulting protein, may also be said to be "expressed" by the cell. A polynucleotide or 

25 polypeptide is expressed recombinantly, for example, when it is expressed or produced 

in a foreign host cell under the control of a foreign or native promoter, or in a native host 
cell under the control of a foreign promoter. 

A polynucleotide or polypeptide is "over-expressed" when it is expressed or 
produced in an amount or yield that is substantially higher than a given base-line yield, 

30 e.g. a yield that occurs in nature. For example, a polypeptide is over-expressed when the 

yield is substantially greater than the normal, average or base-line yield of the native 
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polypolypeptide in native host cells under given conditions, for example conditions 
suitable to the life cycle of the native host cells. Over-expression of a polypeptide can 
be achieved, for example, by altering any one or more of: (a) the growth or living 
conditions of the host cells; (b) the polynucleotide encoding the polypeptide to be over- 
expressed; (c) the promoter used to control expression of the polynucleotide; and (d) the 
host cells themselves. This is relative, and thus "over-expression" can also be used to 
compare or distinguish the expression level of one polypeptide to another, without regard 
for whether either polypeptide is a native polypeptide or is encoded by a native 
polynucleotide. Typically, over-expression means a yield that is significantly higher than 
a normal, average or given base-line yield. Likewise, a polypeptide is "under-expressed" 
when it is produced in an amount or yield that is significantly lower than the amount or 
yield of a parent polypeptide or under parent conditions. In this context, the expression 
level or yield refers to the amount or concentration of polynucleotide that is expressed, 
or polypeptide that is produced (i.e. expression product), whether or not in an active or 
functional form. 

An expression product can be characterized as intracellular, extracellular or 
secreted. The term "intracellular" means something that is inside a cell. The term 
"extracellular" means something that is outside a cell. A substance is "secreted" by a cell 
if it delivered to the periplasm or outside the cell, from somewhere on or inside the cell. 

"Isolation" or "purification" of a polynucleotide, gene, or protein refers to the 
derivation of the polynucleotide, gene or protein by removing it from its original 
environment (for example, from its natural environment if it is naturally occurring, or 
from the host cell if it is produced by recombinant DNA methods). Methods for 
polynucleotide, gene, or protein purification are well-known in the art, including, without 
limitation, electrophoresis, chromatography (including High Performance Liquid 
Chromatography or HPLC), and countercurrent distribution. For some purposes, it is 
preferable to produce the polynucleotide, gene, or protein in a recombinant system in 
which the polynucleotide, gene, or protein contains an additional sequence tag that 
facilitates purification. Alternatively, antibodies produced against the polynucleotide, 
gene, or protein or fragments derived therefrom, can be used as purification reagents. A 
purified polynucleotide or polypeptide may contain less than about 50%, preferably less 
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than about 75%, and most preferably less than about 90%, of the cellular components 
with which it was originally associated. A "substantially pure" enzyme indicates the 
highest degree of purity which can be achieved using conventional purification 
techniques known in the art. 

A "control", "control value" or "reference value" in an assay is a value used to 
detect an alteration in, e.g., transcriptional activity of a gene, the functional activity of an 
altered promoter, levels of a protein or mRNA detected in a sample taken from a patient 
or measured in a reconstituted system, or any other assays described herein. For instance, 
when studying modulation, i.e. , up- or down-regulation, of the transcriptional activity of 
an altered CD40L promoter sequence, the inhibitory/stimulatory effect of an agent can 
be evaluated by comparing the measured value of transcriptional activity to that of a 
control value. The control or reference value may be, e.g., sl predetermined reference 
value, or may be determined experimentally. For example, in such an assay, control or 
reference may be the transcriptional activity, e.g., of the gene comprising the wild-type 
CD40L promoter; in the absence of the agent; in comparison with transcriptional activity 
with an agent having a known effect on altered CD40L promoter activity; or any other 
suitable control or reference. In a diagnostic assay, a reference or control value may be 
obtained by comparing e.g., a nucleotide sequence, or a nucleotide or protein level 
measured, in a sample taken from a patient predisposed to or suspected of suffering from, 
a disease to a corresponding sequence or measured value of a sample taken from a 
healthy, or "control" individual. 

An individual "at risk for", "predisposed to", or "susceptible to" a disease or 
condition means that the risk for the individual to contract or develop the disease or 
condition is higher than in the average population. 

Abbreviations 

Abbreviations used herein include: 
Th (T-helper) 
CD40L (CD40 Ligand) 
sCD40L (Soluble CD40 Ligand) 
RA (Rheumatoid Arthritis); 
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SLE (Systemic Lupus Erythematosus); 
OA (Osteoarthritis); 
JRA (Juvenile Rheumatoid Arthritis); 
AVN (Avascular Necrosis); 
5 ARMS (Amplification Refractory Mutation System); 

EMSA (Electrophoretic Mobility Shift Assay); 
ELISA (Enzyme-Linked Immunosorbent Assay); 
FACS (Fluorescence Activated Cellular Sorting); 
PBMC (Peripheral Blood Mononuclear Cells); 
10 GAPDH (Glyceraldehyde-3-Phosphate Dehydrogenase); 

ACR (American College of Rheumatology) 
PMA (Phorbol-Myristate- Acetate) 

CRE BP1 (Cyclic AMP Responsive Element Binding Protein 1) 
NF- AT (Nuclear Factor of Activated T-cells) 
1 5 PB (Peripheral Blood) 

ST (Synovial Tissue) 

Re gulation of gene transcription 

Proteins and enzymes can be made in a cell using instructions in DNA and RNA, 
20 according to the genetic code. "Transcription" is the process by which a DNA sequence 

or gene having instructions for a particular protein or enzyme is "transcribed" into a 
corresponding sequence of RNA. "Translation" is the process by which the RNA 
sequence is "translated" into the sequence of amino acids which form the protein or 
enzyme. Regulation of gene transcription involves regulatory elements in promoters and 
25 enhancers; structural or topological constraints placed on the regulatory elements, based 

on their location in the DNA double helix; the chemical state (e.g. methylation or 
acetylation) of the bases or DNA-associated molecules, such as histones; and the 
availability of the regulatory proteins and enzymes (transcription factors and 
polymerases) that initiate and mediate DNA transcription (63,91,97,98). 

30 
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CD40 ligand 

The gene encoding CD40L is composed of 5 exons and is located in the Xq26-27 
chromosomal region (1,4,66). Several studies of the CD40L promoter have been 
published, with each supporting a requirement for binding of NF-AT to elements in the 
5 5 ' promoter for induction of transcription (63,67,69). In addition, mice knocked-out for 

the NF-ATp transcription factor provide strong support for an essential role for that 
molecule in CD40L gene expression (99). 

Cell surface CD40L protein. The discovery in several laboratories of the genetic 
basis of the hyper-IgM syndrome, characterized by impaired Ig class switching from IgM 

10 to mature Ig isotypes, emphasize the functional importance of CD40L-CD40 interaction 

for Th cell-mediated B cell differentiation {see above). Applicants have shown that SLE 
T cells have prolonged high level expression of CD40L after in vitro activation (28). 
Also, elevated CD40L levels may play a role in atherosclerosis and transplant rejection. 
Thus, systemic autoimmune diseases, characterized by production of high affinity IgG 

15 autoantibodies, are associated with increased or prolonged expression or activity of 

CD40L, resulting in persistent Th cell-mediated B cell activation and high local or serum 
levels of IgG. Moreover, lymphocytes from patients with clinically active SLE express 
some CD40L even in the absence of in vitro activation, and this CD40L is aberrantly 
expressed on CD8, as well as CD4, T cells (28). These results showed that the capacity 

20 for Th cell function is augmented in SLE and could be attributable to either multiclonal 

and persistent T cell activation by autoantigens, augmented T cell response to TCR- 
mediated signals, and/or impaired downregulation of lymphocyte activation. In addition 
to patients with SLE, patients with other systemic disorders, including those with RA, 
polyarteritis nodosa, hepatitis B or C, and other syndromes, were studied (28). Of those 

25 patients, there was variable expression of CD40L in response to stimulation of peripheral 

blood cells with PMA and ionomycin. Among those subjects who demonstrated 
prolonged expression of cell surface CD40L were several with RA or systemic vasculitis. 

The effect on B cell activation of prolonged expression of CD40L on activated 
SLE Th cells was also studied. PBMCs from healthy subjects and SLE patients on 

30 costimulatory molecule expression on cocultured Ramos, CLL, or tonsil B cells, was 

studied (28). It was found that in v/Yro-activated SLE PBMCs induced significantly 
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higher CD80 expression on target B-cells than the low level of CD80 induced by 
activated normal PBMCs. Moreover, untreated SLE PBMCs induced higher levels of 
CD80 on the target B cells than did untreated normal cells, consistent with the higher 
levels of baseline CD40L expression in some SLE patients (28). These data show that 
the level of CD40L on circulating SLE lymphocytes, and that which persists on the SLE 
cell surface following activation, is functionally significant and contribute to excessive 
B cell activation. 

Soluble CD40L protein. As the molecular structure of CD40L predicts a site 
suitable for enzymatic cleavage, it was predicted that sCD40L might also be increased 
in expression in systemic autoimmune diseases and that the soluble form might be 
functional (46). Two commercially available mAbs specific for different epitopes on the 
human CD40L molecule were used to establish an ELIS A with specificity for sCD40L. 
Using this ELISA, it was shown that the mean level of soluble CD40L in sera from both 
clinically inactive and active SLE patients was significantly higher than the level in 
normal sera (46) and that the sCD40L in the active patients was considerably higher than 
in the inactive patients (46). Patients with other systemic diseases (with RA, anti- 
phospholipid syndrome, Lyme disease, or other non-SLE syndromes) demonstrated 
variable concentrations of serum sCD40L {see FIG. 11). Some had low or absent 
sCD40L by ELISA, but several patients with active RA, Wegener's granulomatosis, or 
polyarteritis nodosa showed increased levels. Of note, the mean level of sCD40L for 9 
RA patients tested was 0.49 + 0.89 ng/ml compared to 0.025 + 0.04 ng/ml for healthy 
subjects. The specificity of the ELISA for sCD40L was confirmed in adsorption studies, 
in which the activity detected by the ELISA was removed by incubation of the sera with 
anti-CD40L mAb, but not by incubation with isotype matched anti-CD71 mAb. The 
presence of the 18 kD soluble form of CD40L in lupus sera was confirmed by western 
immunoblot (46). To test whether the soluble form of CD40L might be functional, it was 
first tested the capacity of recombinant trimeric sCD40L to induce B cell activation 
antigen expression on Ramos B cell line cells. Recombinant sCD40L, at 10 ng/ml, a level 
detected in some of the patient sera, induced increased CD95 expression on Ramos B 
cells. Similarly, some SLE sera increased B cell activation antigen expression on Ramos 
B cells, an effect that was inhibited by anti-CD40L mAb but not by control mAb (46). 
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These data document increased expression of the soluble form of CD40L in many 
patients with SLE and some with RA, show an association of sCD40L levels with disease 
activity, and raise the important issue of whether this soluble product can contribute to 
disease pathogenesis in vivo, by way of B cell, macrophage, dendritic cell, endothelial 
5 cell, or fibroblast/synoviocyte activation. 

Thus, studies have documented increased and prolonged expression of cell surface 
CD40L and increased concentration of serum sCD40L in patients with systemic 
autoimmune disease, and have indicated that in SLE, the stability of CD40L mRNA may 
be prolonged (28, 46). In addition to modifications of mRNA stability, alterations in 
10 promoter sequence may affect transcription. As genomic DNA provides information 

related to promoter and intron sequences not available through study of cDNA, genomic 
DNA has been analyzed, including the CD40L immediate promoter sequences from 
healthy subjects and from individuals with systemic autoimmune disease {see Example 
1)- 

15 

Alterations in CD40L promoter 

As sequence data derived from multiple genomic DNA samples have become 
available, variability in the regulatory regions of genes, most often representing genomic 
polymorphisms, has been described (105-108). Some of those sequence variations have 

20 been shown to confer altered transcriptional activity of the gene, with either increased or 

decreased production of mRNA and protein. Examples of promoter polymorphisms that 
alter gene regulation include the TNFcc gene, with high or low producer variants 
correlating with particular promoter polymorphisms, and the type I collagen gene, in 
which a base change in a transcription factor binding site can decrease protein expression, 

25 contributing to clinical osteoporosis (105,108). Thus, altered promoter regions can be 

of major functional and clinical significance. 

Applicants have surprisingly discovered alterations from the published sequence 
of the proximal promoter region of human CD40L in studies of genomic DNA isolated 
from ST and PB of patients with arthritis, SLE, or from healthy subjects {see, Example 

30 1). First, the number of A's in the poly- A tract is variable among PCR-amplified genomic 

DNA subclones from all individuals studied, with the total length of this segment ranging 
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from 20-27 bp, even in a given individual. The length variability is localized to the 5' 
segment of the poly-A tract, with the number of A's ranging from 13 to 20. See FIG. 3. 
The mean length of the poly-A tract did not differ between healthy controls and arthritis 
patients. Poly-A tracts are subject to microsatellite instability, as discussed in the 
Background section, but since these tracts are most commonly found in introns or in the 
3 ' untranslated regions of genes, the variability rarely has functional consequences. When 
poly-A tracts occur in a coding sequence, they may contribute to impaired or defective 
gene expression (78-80,84-87,90), and when localized to the 5' regulatory regions of 
genes, they may alter the regulation of transcription (91,92,94). Strategies for studying 
poly-A tract length variability and its functional consequences are provided below. 

The second alteration from the published sequence of the CD40L proximal 
promoter noted in Example 1 was a substitution of a C for the A at position -125 from 
the transcription start site {see FIG. 2 and FIG. 5). Position -125 from the transcription 
start site corresponds to residue No. 331 in SEQ ID NO:l, wherein residue No. 331 is 
an A, and in SEQ ID NO: 2, showing the A to C alteration at position No. 331. 
Alternatively, position -125 can be identified as 13 amino acids upstream from the 
CCTTT motif in SEQ ID NOS: 1 or 2. This alternative way of identifying position -125 
is useful, for instance, when differences in poly-A length, deletions, insertions, or other 
mutations affect the numbering of the promoter residues. The A to C substitution results 
in 10 A's 5' of the substitution and 5 A's 3' of the substitution. In addition, an occasional 
subclone shows an extra C at various positions in the 6 A homonucleotide run, from 
positions -118 to -113 (see, FIG. 3). ABI Prism data were reviewed for each of the 
sequences shown in FIG. 3, and any sequences with "N's", suggesting unclear sequence 
data, in the -135 to -120 segment were excluded from analysis. In addition, PCR- 
amplified genomic DNA samples from some individuals were subcloned and sequenced 
at several time points, to exclude a role for technical artifacts of a particular sequence run 
in the poly-A tract alterations noted (see sequence dates noted in FIG. 4). Of greatest 
interest is the observation that of all samples studied, including genomic DNA samples 
from 23 healthy subjects, 7 SLE patients, 3 members of an extended Utah family, and 
from 46 patients with arthritis (predominantly those with RA), the A to C alteration has 
only been observed in samples from patients with arthritis and from 2 of the 3 Utah 
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family members. Also of interest are the results of sequencing genomic DNA from 4 
male arthritis patients. As the gene for CD40L is located on the X chromosome, if the A 
to C alteration represents an allelic polymorphism, it would be expected that all 
subclones from a given male patient would have the same nucleotide at position -125. 
Indeed, ST64 shows 0/5 subclones with the A to C change; ST07 shows 4/4 subclones 
positive; and ST41 has 4/4 subclones positive (see FIG. 4). Taken together, the genomic 
DNA sequence data directed to the poly-A tract of the CD40L proximal promoter shows 
the existence of a genetic polymorphism defined by an A or a C at position -125. Most 
male patients show all subclones with the same nucleotide; 1 1 of 12 female patients with 
the A to C change have the altered sequence in some but not all subclones, suggesting 
that they are heterozygous for the alteration; and 2 of 3 members of a family have the 
altered sequence. 

The length variability and alteration at position -125 of the poly-A tract in the 
proximal CD40L promoter represent features that present intriguing possibilities for 
altered conformation states, increased mutability of the surrounding nucleotides, and 
altered transcriptional regulation. 

Described below are strategies to further study the A to C genetic polymorphism, 
to confirm the prevalence of the alteration among patient groups and healthy controls, 
and to define the proteins that differentially bind to the wild type and altered CD40L 
proximal promoter and nearby promoter regions. 

Study of altered CD40L promoter in with RA and SLE patients 

This section describes a strategy to study the altered nucleotide sequence in the 
proximal promoter of CD40L in an extended group of patients with RA, SLE, and 
healthy controls. The methods provided can also be used to identify an individual at risk 
for contracting or developing a disease in which elevated CD40L expression is a factor. 
Another strategy is provided in Example 1 . 

The study focuses on (1) the equivalent variability of the length of the poly-A 
tract in patients with RA, SLE and healthy control subjects; (2) the increased prevalence 
of an A to C alteration at position -125 in the poly-A tract of the CD40L proximal 
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promoter in patients with arthritis; and (3) whether the alteration of A to C represents an 
allelic polymorphism. The experimental approach is as follows: 

Subjects. The study subjects for genomic DNA sequencing includes 50 healthy 
subjects, 50 patients with SLE, and at least 50 patients with RA. At least 50 PB samples 
are derived from patients with a clear diagnosis of RA, according to ACR criteria. In 
addition, PB samples from 50 patients with OA is studied to clarify whether the A to C 
alteration in the poly-A tract is increased in occurrence in patients with RA or OA or 
both. As several ST samples from patients with a diagnosis of OA, OA/RA, or AVN 
showed the A to C alteration (see above), it is possible that patients with OA who have 
significantly severe disease to warrant total joint replacement are genotypically different 
from OA patients with milder disease, who do not come to joint replacement surgery. 
Thus, OA PB samples include those from 25 patients who have had joint replacement 
surgery and 25 samples from patients with milder disease and no history or planned joint 
replacement surgery. Age, gender, and ethnic origin will be recorded for all study 
subjects. There is no exclusion of subjects on the basis of age, gender, or ethnic origin. 
In addition, 3 to 5 families of RA patients with the A to C alteration, and the extended 
Utah family from whom cell lines have been generated, will be studied. Also, to 
determine whether the expression of the altered A to C sequence differs between the 
peripheral blood compartment and the site of inflammation in the synovial membrane, 
10 female patients will serve as donors of genomic DNA from both PB and ST. Thus, 
sufficient data is available to determine whether the A to C alteration is significantly 
different in occurrence in the study groups. 

Thus, a sample may be taken from a patient, preferably a blood sample, and 
nucleic acid extracted from the sample. Nucleic acid can then be sequenced by any 
method know in the art. Non-limiting examples include: 

Direct sequencing. Poly-A tract length and A to C nucleotide alteration is 
screened by direct sequencing. Direct sequencing of genomic DNA samples is performed 
across the 443 bp of the proximal CD40L promoter, either as an initial approach or after 
a preliminary screening. Based on the genomic sequence of CD40L, two primers, Pcdl 
[SEQ ID NO: 33] and Pcd2 [SEQ ID NO: 34], are synthesized (See FIG. 2). Genomic 
DNA is isolated and used as a template in PCR to amplify the 5 1 flanking sequence of 
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CD40L. The PCR product is subcloned into a T/A vector, positive clones picked, and 
plasmid DNA prepared and directly sequenced. At least 10 subclones are picked and 
sequenced for each sample studied. Once sufficient data is generated to determine 
whether length of the poly-A tract varies among study groups, the following screening 
approach is used to specifically detect the A to C sequence alteration. 

Screening by ARMS method. ARMS is a two-step PCR amplification procedure 
{see FIG. 12). In the first PCR, a relatively long (443 bp) 5' flanking sequence of CD40L 
is amplified by primers Pcdl and Pcd2. The PCR product is run on an agarose gel, the 
DNA band excised from the gel, passed through a spin column to remove the Pcdl and 
Pcd2 primers, and then used as a template in the second nested PCR with primers Pcd3 
[SEQ ID NO: 35] and Pcd4 [SEQ ID NO: 36]. Since Pcd4 is an altered sequence- 
specific primer, only the altered sequence (A to C) is amplified. The critical factor in 
screening altered sequences by the ARMS method is the annealing temperature in PCR. 
If it is set too low, non-mutated sequences can also be amplified, causing false positives. 
If it is set too high, then no product will be amplified. To optimize the annealing 
temperature, plasmid DNA samples with already known sequences can be used as 
positive and negative controls in PCR. The second PCR is performed as follows for each 
cycle: denaturing at 94°C for 1 minute; annealing at 60°C for 1 minute; and extension 
at 72 °C for 1 Vi minutes. This amplification procedure is followed for 30 cycles. Positive 
results using ARMS screening, based on strong intensity bands, are confirmed by 
subcloning the sample's first PCR product, amplified by Pcdl and Pcd2, and preparing 
and sequencing DNA. 

Statistical analysis. Data comparing length of poly-A tract and occurrence of the 
A to C alteration at position -125 in patient and control groups is analyzed using the chi- 
square and Mann- Whitney tests. Through these experiments, it is determine whether the 
altered nucleotide sequences in the CD40L proximal promoter region, including the poly- 
A tract length variability and the A to C nucleotide change at position -125, represent a 
germline allelic variation, a result of insertions or deletions that occur in the context of 
DNA replication, or reflect other mutational events. It is also determined whether the 
altered sequence is enriched in the inflammatory milieu of the synovial membrane as 
compared to the peripheral blood, as might occur if cells expressing the A to C change 
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were preferentially expanded. Finally, a correlation between occurrence of the altered 
sequence and RA or destructive OA establishes that the A to C alteration is useful as a 
genetic marker for susceptibility to severe arthritis. 

Binding of transcription factors 

As CD40L is a critical molecule in T-B cell interaction, it should not be surprising 
that its expression is tightly regulated. Positive and negative cis-acting regulatory 
elements in gene promoters, including that of CD40L, bind transcription factors and 
contribute to control of gene expression. Several studies indicate that the level of CD40L 
mRNA expression parallels protein expression (47,64), with virtually no mRNA or 
protein expressed by the resting T cell. After TCR and CD28-mediated T cell activation, 
key transcriptional regulatory proteins move to the nucleus and induce CD40L promoter 
activity. Characterization of the proteins that bind to the CD40L promoter is mostly 
limited to one important study in the human system (63), and several murine studies, all 
concluding that NF-AT is essential for CD40L mRNA expression. A search in the 
established transcription factor binding site (TFSITES) data-base using the GCG program 
and the Matlnspector version 2.2 program (available at World-Wide Web address 
transfac.gbf.de), permits identification of specific binding motifs (1 02). Review of these 
binding motifs suggested that proteins in addition to NF-AT are likely to bind to the 5' 
promoter. Of particular interest is that a TATA box is located just 5\ and the consensus 
motif for the CRE binding protein is located just 3% to the poly- A tract. In addition, it 
was found that additional proteins can bind to an oligonuclotide that extends 22 bp 3' of 
the proximal NF-AT site. 

It should be noted that in comparing mouse and human CD40L proximal 
promoter sequences, there is a high level of sequence conservation, with only 9 base 
differences, between mouse and human, if the poly-A tract is not considered (see FIG. 
8). In addition to these base changes, the human sequence has lost 4 nucleotides when 
compared to mouse. This conservation is consistent with these promoter segments 
bearing important regulatory functions for CD40L transcription. In contrast to this high 
level of conservation, the poly-A tract in mouse and human bear considerable differences. 
While these promoter segments in the two species are clearly related, with the mouse 
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"poly-A tract" likely derived from an Alu element (103), 5 G's in the mouse sequence 
have mutated to A*s in the human sequence, and a C has been gained in the human 
sequence. In addition, 11 nucleotides at the 3' end of the mouse sequence have been 
deleted in the human sequence. The change of A to C in the middle of the human poly-A 
tract confers a 4-6 fold increase in transcriptional activity (see FIG. 7). The location of 
the poly-A tract, spanning several potential transcription factor binding motifs, predicts 
that while the human poly-A tract may not itself bind essential transcription factors, 
variability in its length may modulate binding or function of factors binding nearby. 
Moreover, when an A is replaced with a C near the midpoint of the poly-A tract, a 
positive regulatory factor may be induced to bind or proteins that bind to adjacent motifs 
may do so more efficiently. 

Characterization of transcription factors in patients with RA and SUE 

This section describes a strategy to, using the same study subjects described 
above (see "Study of altered..."), characterize the transcription factors that bind to the 
altered promoter element as compared with wild type promoter sequence and nearby 
promoter elements. Positive and negative regulatory elements in the proximal promoter 
region of CD40L are identified, focusing on the approximately 150 bp 5* of the 
transcription start site, as well as their respective transcription factors. In addition, it is 
determined if the alteration of A to C at position -125 of the proximal promoter confers 
additional or altered binding of transcriptional regulatory proteins as compared to the 
wild-type sequence. Furthermore, to gain additional insight into the contributions of the 
poly-A segment to transcriptional regulation, the binding properties of oligonucleotides 
containing mouse or human poly-A segments are compared. The following experimental 
approach is used. 

EMSA. DNA-protein binding complexes are determined by EMSA and supershift 
EMSA. EMSA will be used to identify specific binding sites in the CD40L promoter. A 
series of double-stranded oligonucleotide DNA probes, usually 25-30 bp, are synthesized 
to contain sequences of putative binding sites in the promoter region. A single strand 
oligonucleotide is synthesized by GDBCO-BR. Two reverse complementary single strand 
oligonucleotides are annealed and then radio-end-labeled with 32 P y- ATP in the presence 
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of T4 polynucleotide kinase. Two to 3 mg of nuclear extracts isolated from peripheral 
blood T cells, unstimulated or stimulated with PMA and ionomycin for 2 hours, will be 
incubated with 1 ng end-labeled probe in the presence of poly dlrdC (i . e. > double-stranded 
polydeoxyiosine:polycytosine; Pharmacia) in a total volume of 20 jxl at room temperature 
5 for 20 minutes. The reaction mixture is loaded and run on a 4.5% non-denaturing 

polyacrylamide agarose gel at 96 V for 40 minutes. The gel is dried and exposed to X-ray 
film at -80° overnight to demonstrate the DNA-protein binding complexes. To further 
confirm the specific binding, unlabeled probes at 50-fold molar excess are added to the 
reaction mixture to compete the binding with labeled probes. 

10 From these data, it is determined if the substitution of a C for an A in the poly- A 

tract of the proximal promoter confers binding of a nuclear protein complex to a DNA 
probe spanning the poly-A tract. It is possible that the A to C change either modifies the 
binding capacity and transcriptional activity of neighboring elements, or the mutated poly 
A track may itself bind a functionally relevant transcription factor. Search of this 

15 segment, with the A replaced by the C, using the Matlnspector version 2.2 program for 

identification of potential transcription factor binding motifs (available at World-Wide 
Web address http://transfac.gbf.de/) indicates that the alteration results in a potential 
binding site for proteins of the high mobility group (95). Such binding sites undergo 
significant bending to accommodate the binding protein, contributing to formation of a 

20 stable initiation complex (92). Several oligos are designed that either center the A to C 

change, or include 5' or 3' adjacent nucleotides to permit identification of nuclear 
proteins that bind to the poly-A tract segment, as well as the effect of the A to C change 
on binding of proteins to nearby sites. An oligonucleotide that substitutes the mouse 
poly-A segment for the human sequence is also used. 

25 In addition, these data will extend currently available information regarding the 

binding motifs and associated proteins within the 1 50 bp 5 9 of the transcription start site. 
As noted herein, we have already determined that an oligonucleotide extending 22 bp 3' 
of the proximal NF-AT site binds a protein complex that persists in the presence of anti- 
NF-AT antibody. Recent supershift experiments, in which nuclear extracts from activated 

30 primary T cells are pre-incubated with specific antibodies prior to interaction with the 

labeled oligonucletides, suggest that this protein is a member of the Egr family (98). 
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To examine cell lineage specificity of proteins binding to the test probes, nuclear 
extracts are prepared from a panel of primary and cell line cells, including human Jurkat 
T cells, peripheral blood T cells, murine T cell lines, B cell lines (the Burkitt's lymphoma 
cell line Ramos and the CL-01 cell, representing a germinal center B cell), and non- 
5 lymphoid cell lines, such as Cos7 and HeLa cells. All cells are either cultured with 

medium alone for 2 hours, or with PMA and ionomycin, prior to isolation of nuclei. 

When the segments of the CD40L proximal promoter that bind nuclear protein 
complexes are determined, a supershift assay is performed to identify the transcription 
factors which bind to the DNA sequences. Monoclonal antibodies (1-2 ng) specific to 

10 transcription factors, for example, anti-NF-AT, anti-fos, anti-jun, anti-ATF, or anti- 

CREB, will be added to the nuclear extracts for 2h at 4°C prior to adding the labeled 
DNA probes. If an antibody specifically binds an oligonucleotide-bound protein, after 
running the EMSA gel, the binding band is super-shifted to a higher position as the 
migration of the entire complex in electric field will be retarded. Antibodies to these and 

15 other transcription factors of interest are commercially available. If protein complexes 

bound to the poly-A tract or nearby nucleotides are not identified using the supershift 
approach, the bound complex is isolated and characterized. An increased or decreased 
activity of a motif to which an unidentified protein is bound can be studied in a luciferase 
assay {see below). 

20 Mutational analysis. In the identified regions of the proximal promoter that bind 

nuclear extracts, i.e., putative transcription factor binding sites, from activated T cells, 
mutations are introduced by site-directed mutagenesis using a PCR-overlapping method 
and confirmed by sequencing (104). EMSA assays is repeated with these mutated probes 
to determine the key nucleotides in protein binding. 

25 

Segments of the CD40L promoter affecting activity 

This section describes a strategy to identify and study the segments which affect 
CD40L promoter activity and fragments of the CD40L promoter that are functional, i.e. 
allow or promote transcription. Based on the genomic DNA sequence of CD40L, and 
30 the information on nuclear protein binding motifs generated in the previous section, 

primers are designed and the 5' flanking sequence of CD40L amplified in order to 
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generate fragments of different length. For example, the entire 1.5 Kb fragment, a 
fragment 443 bp 5' upstream of the transcription initiation site, and a series of 5* deletion 
segments are produced. These fragments are subcloned into the pGL-2/basic luciferase 
reporter vector and transiently transfected into human Jurkat T cells or into ConA- 
5 activated primary peripheral blood T cells, as recently reported (109). By comparing 

relative light units, the segments that are the main contributors to the promoter activity, 
and regions which can enhance or inhibit the promoter activity, are localized. See FIG. 
10. In particular, active promoter fragments containing a poly- A tract with either A or 
C at position -125 are studied and compared. In addition, protein binding motifs and 

1 0 mutated variants are investigated, and luciferase assays in which the human poly- A tract 

is substituted by the mouse poly- A segment and transfected into either human or mouse 
activated T cells or T cell line cells, are performed. See also Example 4. 

Furthermore, negative regulatory elements are studied. There is minimal 
constitutive production of CD40L mRNA or protein under baseline cellular conditions, 

1 5 suggesting that its promoter may be under the influence of negative regulatory factors in 

the absence of stimulation. In contrast to other T cell genes, such as CD25, which remain 
turned on for days after induction, CD40L mRNA is only briefly expressed. The 
Matlnspector version 2.2 program indicates that the promoter sequence just 3' of the 
poly- A tract contains a possible binding motif for the repressor protein E4BP4, as well 

20 as the CRE-bp consensus sequence (1 1 0- 1 1 3). A negative regulatory protein identified 

is overexpressed in Jurkat cells to assess its repressive function in the luciferase assay. 

After activation of CD4+ T cells with anti-CD3 mAb, (or other T cell mitogens, 
such as PMA, ionomycin and Con A), CD40L expression peaks at 2-6 hours and has 
nearly returned to the basal level after 12 hours (28). This tight regulation may reflect the 

25 requirements for activation of positive regulatory factors, as well as a possible 

autoregulatory mechanism that represses transcription within several hours after 
induction. CD40L promoter activity response to these stimuli, and whether the response 
occurs in a time-dependent fashion, is studied. After transient transfection, transfectant 
Jurkat T cells is stimulated with PMA, ionomycin, and Con A at different time points, 

30 such as 1 , 2, 6, and 12 hours. The cells are then lysed, and the transcription activity in the 

lysates is measured by a luciferase assay. These kinetics experiments are performed using 
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constructs expressing the wild type and the altered CD40L promoter poly-A track. 

Comparative CD40L transcription 

This section describes a strategy to compare CD40L transcription in cells from 
5 healthy subjects with that of RA patients with wild-type promoter poly-A sequence and 

RA patients with homozygous and heterozygous alteration of the poly-A sequence. 

RA patients shown to express the altered CD40L promoter (C/C or A/C) sequence 
are compared to patients with the wild-type (A/A) sequence and with healthy subjects 
with the wild-type sequence for CD40L transcriptional activity. Competitive PCR is used 

1 o to measure CD40L mRNA in unstimulated PBMC and in cells activated with PMA and 

ionomycin, ConA, or anti-CD3 monoclonal antibody. Total cellular RNA is extracted 
from the samples by acid guanidinum thiocyanate-phenol-chloroform extraction and 
reversed transcribed into cDNA using the Superscript First Strand cDNA synthesis kit 
(GIBCO-BRL Life Technology Inc., Gaithersburg, MD). Relative quantities of CD40L 

15 mRNA is determined by competitive mimic RT-PCR. (see Examples). This analysis 

shows whether those patients who demonstrate the A to C alteration in the CD40L 
promoter can generate higher levels of CD40L mRNA after activation of their PBMC 
cells in vitro. 

20 

Cell populations displaying altered CD40L expression, 

CD40L is predominantly expressed on activated CD4+ T helper cells. However, 
some studies, including our own, indicate that CD40L can be found on CD8+ T cells, and 
others have found the molecule on B cells, activated platelets, and other cell populations. 

25 In view of the important role of CD40L in promoting B cell expansion, increased 

expression of co-stimulatory molecules, and subsequent T cell activation, increased 
CD40L expression by a given cell might contribute to preferential expansion of that cell. 
If the alteration of A to C in the poly-A tract of the proximal promoter confers increased 
transcriptional activity, that altered promoter sequence might confer preferential 

30 expansion of the T cells with the C genotype. It is also possible that non-T cell 

populations with the C genotype might preferentially express surface CD40L. 
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This section describes a strategy for determination of cell populations which 
contain the A to C mutation at position -125, (corresponding to residue 331 of SEQ ID 
NO: 2), of the CD40L proximal promoter [SEQ ID NO: 1]. As CD40L is encoded on 
the X chromosome, cells from a female heterozygous for the proposed genetic 
polymorphism will either express the A or C poly- A tract sequence in a given cell. At the 
population level, any advantage that C-expressing cells have compared to A-expressing 
cells should be discernable if the advantage is significant. 

PB and SF samples from several such patients is fractionated into CD4 or CD8 
T cells, CD69+ and CD69- subsets, CD19+B cells, and CD 14+ monocytes. In addition, 
ST samples is digested with collagenase, hyaluronidase and DNAse, mononuclear cells 
isolated and similarly fractionated, and the remaining material cultured for 7 days to 
obtain fibroblastoid synovial cells. In addition, ST fragments are cultured with IL-2 or 
IL-1 5 for 7 days to derive T cell populations whose growth is promoted in the context of 
the ST matrix. All cell populations are used for preparation of genomic DNA, PCR 
amplified using the ARMS screening method, and relative expression of the A to C 
change in the poly-A tract determined. A skewing toward expression of the promoter 
sequence with a C at position -125 would suggest that those cells have a survival or 
proliferation advantage. Such a result should be followed-up with appropriate functional 
analysis, depending on the cell populations that give the skewed results. 

Correlation between CD40L transcription and surfac e expression 

Several studies suggest that CD40L transcription correlates with CD40L cell 
surface expression. Thus, the altered promoter sequence would affect the level of cell 
surface CD40L inducible in vitro and sCD40L expressed in vivo. Differences among 
individuals in production of CD40L is most readily discerned by measuring the soluble 
form in serum or plasma. While sCD40L is hardly detectable in sera from healthy 
subjects, levels are highly significantly increased in patients with SLE, as well as those 
with RA and other systemic vasculitis syndromes. Individuals with the A to C change at 
position -125 of the CD40L promoter would thus express higher levels of CD40L cell 
surface protein and sCD40L in serum. The following section describes a strategy to study 
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the relationship between cell surface levels of CD40L inducible in vitro, and the levels 
of sCD40L in vivo. 

Cell surface CD40L. Cell surface CD40L is measured on unstimulated or PMA 
and ionomycin-stimulated CD4+ T cells from healthy subjects and from RA patients with 
5 the AJ A, A/C, or C/C genotypes, as inferred from sequencing of at least 10 subclones 

from genomic DNA amplified with the Pcdl and Pcd2 primers. Cells are stained and 
analyzed by two-color immunofluoresence for CD40L and CD4 at 6 and 36 hours after 
initiation of culture. 

Soluble CD40L expression. Sera from 25 healthy subjects and sera and SF from 

1 0 50 RA patients with the AJ A, A/C, or C/C genotypes, is assayed for sCD40L by ELISA. 

Since many of the RA fluids contain rheumatoid factor which has the potential to react 
with the antibodies used in the ELISA and produce an falsely high result, all fluids are 
depleted of Ig prior to assay by passing over a Staphylococcus protein A column. Briefly, 
microtiter plates are coated overnight with 1 00 ng/well mouse anti-CD40L mAb (TRAP 1 

1 5 clone, Pharmingen, San Diego, C A) and blocked with 1 % Carnation milk in PBS-Tween. 

Fifty ml of either serum or SF samples, diluted 1:50 or 1:100 in PBS, or a range of 
concentrations of recombinant trimeric human CD40L, are added to the microwells in 
triplicate. After overnight incubation and washing, the assay is developed with alkaline 
phosphatase-labeled anti-CD40L mAb (Ancell, Bayport, MN), reactive with a different 

20 epitope of CD40L than the coating mAb. Relative concentration of soluble CD40L in 

each sample is determined after developing the reaction with substrate, and comparing 
sample O.D. reading to the standard curve. 

Role of homonucleotide runs on promoter function 

25 Variability in the length of the poly-A tract in the proximal CD40L promoter, in 

a region rich in potential transcription factor binding sites, raises questions regarding the 
basis of the length differences, as well as the effects of that variability on promoter 
function. 

Consideration of the mouse and human CD40L promoter sequences reveals that 
30 in both species the proximal promoter is marked by an interruption of 5* and 3' regions 

by an adenine-rich segment (Figure 8). Such poly-A tracts are common in the 3' 
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untranslated regions of genes, are most likely derived from retrotransposition of an Alu 
element, and are thought to play an important role in regulating the stability and 
persistence in the cytoplasm of mRNAs (103). In contrast, poly- A tracts are rare in 5' 
promoters, and there are few rules that can be gleaned regarding their possible functions 
in that context. In the mouse CD40L gene, this region is characterized by 20 A's with 
interpersed G's, and 10 bases are situated 3 V to the A rich region. In man, this 10 
nucleotide segment is no longer seen, and the A-rich segment has lost all guanines, with 
only a C breaking a string of 22 A's in the published sequence. The A rich segment in 
mouse and man are clearly related, but significant alterations have occurred from one to 
the other species. In contrast, the promoter regions both 5' and 3* to the poly-A tract are 
highly conserved in both mouse and human and are rich in potential transcription factor 
binding sites. While mouse and human CD40L promoters have not been studied side by 
side, nor has the magnitude or kinetics of CD40L expression been directly compared in 
the two species, it is likely that the variable features of the A-rich tract alter the regulation 
of gene expression. 

Among human genomic DNA samples, including multiple DNA subclones from 
a single sample, considerable variability in the length of the poly-A tract in the proximal 
CD40L promoter is observed (see Table 1). In both healthy subjects and patients, the 
length of the poly-A tract, from the universally conserved 5' ATT to 3* CCTTT, varies 
from 20 to 27 bp. No apparent relationship between tissue source of genomic DNA 
(synovial tissue or peripheral blood) or diagnosis of patient and poly-tract length is 
perceived. The basis for this variability in segment length is not clear. While genomic 
DNA is being studied and the first assumption that must be made is that the sequences 
obtained are encoded in the germline, it is difficult to imagine, although possible, that 
multiple replicate copies of the CD40L gene, each with a different length of poly-A tract, 
are thus encoded. 

Alternatively, it is possible that with DNA replication, poly-A sequences are 
vulnerable to additions or deletions that might contribute to variable segment length in 
progeny cells. Abundant precedent is available to support the prediction that the poly-A 
tract in the CD40L proximal promoter is unstable and subject to deletions or additions 
based on frameshift or other errors during DNA replication. Eukaryotic genomes contain 
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many regions of DNA in which either single, double, triple, or greater numbers of 
nucleotides are repeated in tandem. These stretches of repeated bases are termed micro- 
or minisatellites, depending on their length. Micro and minisatellites are highly unstable 
and vulnerable to being replicated with impaired fidelity during DNA synthesis (89). 
Although these events have been best documented in the setting of deficiencies in 
mismatch repair genes, that are ordinarily responsible for correcting the mismatches that 
occur when the two DNA strands do not anneal properly, that repair system may not be 
involved in maintaining stability of homonucleotide repeats of 16-20 bp in length 
(88,89,1 14). Nucleotide repeats within the coding sequence of genes are vulnerable to 
generating functionally significant changes in sequence in that setting, as has been 
observed in the factor DC and TGFb receptor type II genes and the APC gene in certain 
malignancies (78,8 1 -87,90). Of particular interest, poly-A tracts, as in the TGFb receptor 
gene, are particularly vulnerable, and cannot only themselves undergo changes in length, 
but can serve as a hypermutable site for neighboring nucleotides (85,115). Several 
examples of poly-A tracts in gene promoters suggest that their variability may also affect 
promoter function, as discussed in the Background section. Whether the origin of poly-A 
tract variability is genetic or a result of somatic alterations will be investigated by 
searching for multiple genomic copies of the CD40L gene and by analyzing poly-A tract 
length in clonal T cell populations. 

The following rational is the basis for characterizing the activity of CD40L 
promoters containing poly-A tracts of varying length. Variability in the number of A's 
in the poly-A tract may alter the efficiency of binding of transcription factors to 
neighboring binding sites and may alter the efficiency of transcription. Proteins binding 
to both 5' and 3' sides of the poly-A tract are likely to need to appropriately associate to 
trigger transcription initiation and progression. When these motifs are brought closer 
together or stretched farther apart by the intervening A's, the topology of DNA may be 
changed. For example, proteins that should be binding in tandem on the double helix may 
be placed on opposite sides of the double helix. 

Whether the origin of poly-A tract variability is genetic or somatically derived can 
be investigated by searching for multiple genomic copies of the CD40L gene and by 
analyzing poly-A tract length in clonal T cell populations. The transcription factors 
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bound and the activity of CD40L promoters containing poly-A tracts of varying length 
can also be studied. The following section describes a strategy for characterizing the basis 
of the variable length of the poly-A tract in the CD40L proximal promoter. The poly-A 
tract length variability in a clonal population, the effect of DNA replication and cell 
division on poly-A tract length, and transcription factor binding to variable length poly-A 
tracts, are analyzed using the following experimental approaches. 

Poly-A tract length variability in a clonal population. The Jurkat cell line is used 
as a clonal cell population that should express a poly-A tract of uniform length if 
insertions or deletions during DNA synthesis play no role in determining the CD40L 
promoter sequence. As the Jurkat cell line is derived from a male (ATCC catalogue), it 
should have only one functional copy of CD40L in its genome. Genomic DNA is isolated 
from Jurkat, PCR amplified using the Pcdl and Pcd2 primer set, and PCR products 
subcloned and sequenced. At least 20 subclones are directly sequenced to yield data for 
the 443 bp proximal promoter. Only one poly-A tract length detected among the 20 
sequences obtained would indicate that insertions or deletions do not modify poly-A tract 
length during cell replication. Such an observation would be confirmed using other clonal 
cell lines. Should more than one poly-A tract length be identified among the subclones, 
two explanations would be that (1) more than one CD40L gene is expressed in each 
genome, or (2) DNA replication and cell division result in alterations in poly-A tract 
length, of which the latter one is the most plausible. 

The possibility that the CD40L gene is reduplicated in the germline, with several 
tandem or widely distributed copies each expressing a poly-A tract of different length, 
can be explored as follows. Primer sets are designed such that the 5 5 primer amplifies the 
proximal promoter, just 5' of the poly-A tract, and the 3' primer amplifies the 5' end of 
the second intron (3' of exon 1). This approach relies on the assumption that if the 
CD40L gene is replicated in multiple copies in the genome, it is likely that intron 
sequences will not be identical among the various gene copies. Thus, the primer set that 
spans the poly-A tract, exon 1, and part of intron 2 would be predicted to amplify 
products of restricted poly-A length, while primer sets amplifying only the proximal 
promoter will generate sequences of various poly-A lengths. Should variable poly-A 
lengths continue to be generated, even when using a spectrum of primer sets that amplify 
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at different segments past the first exon, it is more likely than not that the variable poly-A 
tract lengths derive from somatic variability. 

Effect ofDNA replication and cell division on poly- A tract length. To address the 
possibility that DNA replication and cell division can generate variable lengths of poly- A 
tract in the CD40L promoter, both Jurkat cell line cells and peripheral blood T cells from 
male donors are used. In using male donors, the source of DNA containing the CD40L 
promoter is limited to one X chromosome. Jurkat and primary T-cells are seeded in 
microwells at low concentration to generate cultures with relatively limited T-cell 
heterogeneity. Primary T-cell cultures are supported with PHA and IL-2 to expand the 
initial seeded cells. Genomic DNA is isolated from aliquots of cells harvested at 2, 4, 6, 
8, and 10 days after initiation of culture, and CD40L proximal promoter PCR amplified, 
subcloned and sequenced. At least 10 subclones are sequenced for each time point. If 
DNA replication contributes to insertions and deletions that result in poly-A tracts of 
variable length, the degree of variability of poly-A tract length among sublones 
sequenced would increase with each time point studied. 

Activity ofCD40L promoters containing varying length poly-A tracts. First, the 
effect of variable length of poly- A tract on transcription factor binding is studied. Mutant 
double stranded oligonucleotide constructs are made that span the poly-A tract of the 5* 
proximal promoter, with 4, 8, 12, 14, 16, 20, or 24 A's replacing the 16 5' A's of the wild 
type poly A tract and with the oligonucleotide including the 5' and 3' putative 
transcription factor binding motifs. These oligonucleotides are 32 P-labeled and used in 
EMS A studies, as described above. If variable binding of nuclear extracts from activated 
T cells to probes containing different numbers of A's is detected, the strongest and 
weakest binding oligonucleotide are selected for further study. Supershift assays and 
semi-quantitative studies of dilutions of nuclear extracts are used to determine if 
differences in binding are qualitative or quantitative. This will indicate whether poly-A 
tracts of varying length bind different proteins, or whether they bind the same proteins 
with different efficiencies. 

Next, the effect of variable length of poly-A tract on promoter activity is studied. 
Mutant double stranded oligonucleotide constructs are made that span the 5* proximal 
443 bp of the CD40L promoter, with 4, 8, 12, 14, 16, 20, or 24 A's replacing the 17 5* 
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A's of the wild type poly- A tract. These constructs are transiently transfected into Jurkat 
cells or activated primary T cells and luciferase activity measured after 48 hours of 
culture with medium or PMA and ionomycin added during the last hour of culture. It is 
predicted that a number of A's both less and greater than the typical 1 6 A polynucleotide 
tract (between the 5' ATT and the C at position -119) will decrease the transcriptional 
activity of the promoter. These results and the parallel EMS A data are used to make 
predictions regarding the role of poly-A tract length on efficiency of binding of nuclear 
proteins and transcriptional efficiency of the proximal promoter. 

Antibodies to altered CD40L, promoter 

According to the invention, altered CD40L proximal promoter polypeptides 
produced recombinantly or by chemical synthesis, and fragments or other derivatives or 
analogs thereof, including fusion proteins, may be used as an immunogen to generate 
antibodies that recognize the altered CD40L proximal promoter. Such antibodies include 
but are not limited to polyclonal, monoclonal, chimeric, single chain, Fab fragments, and 
an Fab expression library. Such an antibody is preferably specific for altered CD40L 
promoter from mammals, including but not limited to, humans. 

Various procedures known in the art may be used for the production of polyclonal 
antibodies to the altered CD40L promoter or derivative or analog thereof. For the 
production of antibody, various host animals can be immunized by injection with the 
altered CD40L promoter, or a derivative (e.g., fragment or fusion protein) thereof, 
including but not limited to rabbits, mice, rats, sheep, goats, etc. In one embodiment, the 
altered CD40L promoter or a fragment thereof can be conjugated to an immunogenic 
carrier, e.g., bovine serum albumin (BSA) or keyhole limpet hemocyanin (KLH). 
Various adjuvants may be used to increase the immunological response, depending on 
the host species, including but not limited to Freund's (complete and incomplete), mineral 
gels such as aluminum hydroxide, surface active substances such as lysolecithin, pluronic 
polyols, polyanions, peptides, oil emulsions, keyhole limpet hemocyanins, dinitrophenol, 
and potentially useful human adjuvants such as BCG (Bacille Calmette-Gueriri) and 
Corynebacterium parvum. Antisera may be collected at a chosen time point after 
immunization, and purified as desired. 
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For preparation of monoclonal antibodies directed toward the altered CD40L 
promoter, or fragment, analog, or derivative thereof, any technique that provides for the 
production of antibody molecules by continuous cell lines in culture may be used. These 
include but are not limited to the hybridoma technique (127), the trioma technique, the 
human B-cell hybridoma technique (128, 130), and the EBV-hybridoma technique to 
produce human monoclonal antibodies (129). 

The foregoing antibodies can be used in methods known in the art relating to the 
localization and activity of the PAMP polypeptide, e.g., for Western blotting, imaging 
altered CD40L promoter in situ, measuring levels thereof in appropriate physiological 
samples, etc., using any of the detection techniques mentioned above or known in the art. 
Such antibodies can be used to identify proteins that interact with the altered CD40L 
promoter, and to detect conformational or structural changes in the altered CD40L 
promoter. In a specific embodiment, antibodies that agonize or antagonize the activity 
of altered the CD40L promoter polypeptide can be generated. 

Assay for evaluating inhibition and/or stimulation of altered CD40L p romoter 

function 

Identification and isolation of the altered CD40L promoter provides for 
development of screening assays, particularly for high throughput screening of molecules 
that up- or down-regulate, i.e., inhibit or stimulate, the translation activity of the altered 
CD40L promoter, e.g., by permitting expression of CD40L in quantities greater than can 
be isolated from natural sources, or in indicator cells that are specially engineered to 
indicate the amount or activity of CD40L expressed via an altered promoter sequence 
after transfection or transformation of the cells, or by inhibiting the transcription of 
CD40L by interacting with the altered promoter sequence. The present invention 
contemplates screens for small molecule ligands or ligand analogs and mimics, as well 
as screens for natural ligands that bind to and up- or down-regulate the translational 
activity of the altered CD40L promoter in vitro or in vivo. 

Any screening technique known in the art can be used to screen for compounds 
which up- or down-regulates the translation activity of the altered CD40L promoter. For 
instance, a screening assay can be based on measurement of the amount or formation rate 
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of transcribed GD40L mRNA by a suitable method, the luciferase assay described above, 
or transcription of the CD40L gene from an altered promoter resulting in the formation 
or release of a reporter molecule which can be easily measured. Generally, a screening 
assay involves contacting the altered promoter sequence with a compound which 
interacts or otherwise affect the promoter function and/or conformation. Preferably, the 
altered CD40L promoter sequence is linked to cDNA encoding for a reporter protein, or 
CD40L or a fragment thereof, or another polypeptide or protein. The transcriptional 
activity of the altered promoter is measured in the presence of the compound, and 
compared to a control value. This control value could be, for example, transcriptional 
activity of the altered promoter in the absence of the compound, transcriptional activity 
of the wild-type CD40L promoter in the presence of the compound, transcriptional 
activity of the altered promoter in the presence of a compound with a known effect on 
transcriptional activity, or another theoretically or experimentally derived value. 

CD40L diagnostic assay 
The present invention provides for a novel method to diagnose and/or confirm 
autoimmune diseases, especially RA, by detecting an alteration of the CD40L promoter 
sequence. For instance, in one embodiment, a blood sample or tissue sample, preferably 
a blood sample, is taken from the patient diagnosed with, predisposed to having, or 
suspected of having, RA or another disorder in which elevated CD40L is a factor, and 
nucleic acid is extracted from the sample and sequenced (see below). Preferably, the 
sequence is then compared to suitable control sequences, such as, e.g., SEQ ID NO: 1, 
while compensating for any differences in poly- A length, to see whether there is an A to 
C substitution at position -125 (corresponding to residue 33 1 of SEQ ID NO: 2) of the 
CD40L proximal promoter [SEQ ID NO: 1]. 

In another embodiment, a blood or tissue sample which contains cells is taken 
from an individual at risk for or predisposed to having RA or another disorder in which 
elevated levels of CD40 is a factor. The nucleic acid can be extracted, and/or a level of 
transcriptional activity of the CD40L promoter measured (see Example 2). Preferably, 
the measured value of transcriptional activity is compared to a control value to evaluate 
whether there is a substantial difference, in which case the individual is at risk for the 
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disease being evaluated. The control value can be, for instance, the transcriptional activity 
of a CD40L promoter in a sample taken from a healthy control individual; the average 
CD40L transcriptional activity measured in a population of healthy individuals; or 
another suitable control value. Preferably, a similar type of sample is taken from the 
control individual as the individual at risk for a disease, and the two samples processed 
using substantially similar procedures. In one embodiment the sample and the control 
sample are analyzed in parallel to minimize the influence of variations in experimental 
conditions. In another embodiment, a control sample is analyzed prior or subsequent to 
the sample taken from the individual at risk for the disease being investigated. 

In an alternative embodiment, CD40L mRNA or CD40L is isolated from an 
individual to investigate, for example, whether CD40L mRNA transcription or CD40L 
expression levels differ from typical levels, i.e., control levels measured in healthy 
individuals, in procedures similar to those described above. 

Poly-A tract length and A to C nucleotide alteration can be screened by direct 
sequencing, ARMS, or any other sequencing method known in the art. Sequencing of 
genomic DNA samples can be performed across the 443 bp of the proximal CD40L 
promoter, either as an initial approach or after a preliminary screening. Based on the 
genomic sequence of CD40L, two primers, Pcdl [SEQ ID NO: 33] and Pcd2 [SEQ ID 
NO: 34], can be synthesized {See FIG- 2). Genomic DNA can be isolated and used as a 
template in PCR to amplify the 5' flanking sequence of CD40L. The PCR product can 
then be subcloned into a T/A vector, positive clones picked, and plasmid DNA prepared 
and directly sequenced. In one embodiment, at least 10 subclones are picked and 
sequenced for each sample studied. 

The knowledge derived from the procedures described above would allow for 
better diagnostic procedures for identifying individuals at risk for, susceptible to, or 
predisposed to RA or other diseases in which elevated CD40L transcription/expression 
is a factor, and the role of the proximal promoter elements of the CD40L gene in its 
transcriptional regulation. The correlation between the altered promoter sequence and 
RA, identification of the cis-acting regulatory elements in the wild type and altered 
CD40L promoters and their specific transcription factors, and information about how 
alterations in the proximal promoter modulate CD40L gene expression, will provide for 
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a better understanding of the causes and progression of RA and other autoimmune or 
inflammatory diseases, as well as other CD40L-related diseases or conditions, as well as 
novel therapeutic strategies for treating such diseases or conditions. 

EXAMPLES 

The present invention will be further understood by reference to the following 
examples, which are provided as exemplary of the invention and not by way of limitation. 
Useful techniques for these Examples include: 

ARMS. As sequence variability in the poly- A tract in the proximal promoter does 
not confer any restriction enzyme site change, it is not analyzed by the restriction 
fragment length polymorphism (RFLP) method. An alternative approach to screening for 
alteration in promoter sequence is by the Amplification Refractory Mutation System, or 
ARMS analysis (1 00). This is a two-step PCR amplification procedure, as shown in FIG. 
12. The ARMS method has been used successfully in screening for human TCR Vpi7 
allelic variations in previous studies (101). 

EMSA. The electrophoretic mobility shift assay (EMSA) is a tool to identify 
DNA-nuclear protein complexes (63). 

The Luciferase assay (63), the DEAE-dextran electroporation method (63), the 
ABI Prism technique, and other techniques used herein, are known in the art 

EXAMPLE 1 

Analysis of the CD40L proximal promoter in patients with systemic 

autoimmunity 

In this example, genomic DNA including the CD40L immediate promoter 
sequences, from healthy subjects and from individuals with systemic autoimmune 
disease, was analyzed. Peripheral blood samples from 23 healthy subjects, 7 SLE 
patients, 1 1 RA patients, and 3 samples from an extended Utah family (see World-Wide 
Web address at locus.umdnj.edu/nigms, family No. 1331 of the CEPH/Utah pedigree 
sets repository, No. GM06983), were used for isolation of genomic DNA, followed by 
DNA sequencing of the 443 bp proximal CD40L promoter (126). In addition, synovial 
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tissue samples from 32 patients with RA, 2 patients with juvenile arthritis, 2 patients with 
an assigned diagnosis of OA/RA, 1 patient with avascular necrosis (AVN), and 1 patient 
with osteoarthritis (OA) were similarly analyzed. (See TABLE 1 for gender and ethnicity 
information). 

Two primers, Pcdl and Pcd2 were synthesized, and genomic DNA used as a 
template in PCR to amplify the 5* flanking sequence of CD40L (from Genbank 
Accession L47983). The PCR product was subcloned into a T/A vector, positive clones 
picked, and plasmid DNA prepared and directly sequenced. FIG, 2 shows the 5 f flanking 
sequence alignment for wild-type and altered CD40L. The promoter regions amplified 
by Pcdl and Pcd2 are indicated by an underline, along with those amplified by a second 
primer set, Pcd3 and Pcd4, indicated by a double underline (see Example 3). Position 
-125, altered from an A to a C in some samples, is indicated by an *. 

These data identified alterations in the proximal CD40L promoter from some 
DNA samples that may have the potential to modify CD40L promoter function. All 
altered sequences observed are localized in a poly- A tract located at -135 to -1135* of 
the transcription start site. The poly-A site comprises 16 A's (-135 to -120), a C at 
position - 1 1 9, and 6 A's (- 1 1 8 to - 1 1 3) (Genbank Accession No. L47983). The first class 
of alterations noted is characterized by variability in the length of this poly-A tract. All 
samples studied, including those from healthy subjects and patients with RA or SLE, 
show variable length of the poly-A tract in multiple subclones sequenced, with most of 
the variability localized to the 5' poly-A segment (representative sequences shown in 
FIG, 3). In contrast to the published 1 6 A* s at -1 35 to -120, our data documented a range 
of 13-20 A's, resulting in a length of the total poly-A tract (-135 to -1 13 segment) that 
varies from 20-27 bp among all subclones sequenced. The mean poly-A tract length for 
arthritis patient samples (23.3 ± 0.68) does not differ from the length in normal subjects 
(23.3 ±0.59). There was no apparent difference in the degree of poly-A tract length 
variability between ST and peripheral blood samples from the arthritis patients. 

The second and more intriguing alteration in the proximal promoter was 
characterized by a nucleotide substitution of A to C at position -125 inside the poly-A. 
The results of direct sequencing of the CD40L proximal promoter from 5 arthritis ST and 
2 control peripheral blood samples are shown in FIG. 3 (representative poly-A tract 
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sequences). All samples demonstrated the consensus ATT 5' of the poly- A tract and 
CCTTT 3' of the poly-A tract. Variability in the length of the poly-A tract was observed 
in all individuals studied, and the substitution of a C for an A at position -125 was 
detected in genomic DNA samples isolated from 9 of 38 ST samples and 6 of 11 PB 
5 samples from patients with arthritis (See FIG. 4). Of these, 2 patients were donors of both 

synovial and blood samples, with both tissue and blood giving concordant results. A third 
ST/PB pair (from patient 41) gave discordant results and sequencing on the PB is being 
repeated. The patients with the A to C substitution included 9 with a diagnosis of RA, 1 
with JRA, 1 with OA/RA, 1 with OA, and 1 with AVN. In some samples, the genomic 

10 DNA was sequenced across the proximal promoter on both strands, with results 

confirming the alteration ("T" to "G" on the opposite strand). Shown in FIG. 5 are 
representative ABI Prism data demonstrating wild-type and altered poly-A tract sequence 
in 2 subclones from a synovial tissue sample taken from an RA female. Genomic DNA 
was amplified by PCR using Pcdl and Pcd2, subcloned, and sequenced. The bottom 

15 panel of FIG. 5 demonstrates a poly-A tract expressing the altered A to C at position - 

125. 

Shown in FIG. 13 is the results from screening for the A to C alteration in the 
CD40L proximal promoter by the ARMS method. Eight synovial tissue samples from 
arthritis patients were screened with ARMS and compared with a positive control sample 

20 (with A to C substitution). Alteration of A to C at position -125 of the poly-A tract was 

confirmed by direct sequencing of two samples (ST31 and ST30). 

In contrast to the CD40L proximal promoter sequences derived from arthritis 
patient samples, no alterations of A to C at position -125 were noted in PB samples from 
23 healthy subjects or 7 SLE patients. The sequence of genomic DNA from 3 

25 lymphoblastoid cell lines generated from members of an extended Utah family was 

studied, and 2 of 3 family members studied demonstrating the A to C alteration in the 
poly-A tract. While the health status of the donors of these cell lines is not known, the 
data suggest that more extensive family studies may support the designation of the A to 
C variation as an allelic polymorphism.(See FIG. 6). 

30 
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TABLE 1 

Ethnicity and Gender of Human Subjects Studied 



Subjects': . 


Caucasian 


African American 


Hispanic 


Asian 1 


0»mer (or not known) 


Total 


Female 


35 


3 


8 


8 


18 


72 


Male 


7 


0 


3 


2 


0 


12 


Total 


42 


3 


11 


10 


18 


84 



EXAMPLE 2 



Time course of induction and expression of CD40L mRNA 

In this Example, the time course of induction and expression of CD40L mRNA 
was studied to investigate whether the prolonged cell surface CD40L expression 
observed on T cells from patients with systemic autoimmune diseases, as well as the 
increased circulating levels of sCD40L, would be associated with increased or prolonged 
cellular expression of CD40L mRNA in those patients. 

Northern blot and competitive mimic polymerase chain reaction (PCR) assays 
were established for human CD40L in order to assess the time course of induction and 
expression of CD40L mRNA after activation of PBMC with PMA and ionomycin. In the 
case of the northern assays, cellular RNA was assayed using a 32 P-labeled CD40L probe, 
in parallel with a probe specific for the stable and abundant cellular mRNA for GAPDH. 
In the case of the competitive PCR, cDNA was reverse transcribed from cellular RNA, 
and a range of concentrations of a molecular construct that contained a nucleotide 
sequence derived from CD40L was included in each test PCR reaction for CD40L cDNA. 

The results of one such study is shown in FIG* 9. PBMC from a healthy subject 
(left side of gel) or a patient with SLE (right side of gel) were incubated for one hour with 
PMA and ionomycin. Replicate cultures were then either cultured for an additional hour 
without any further additions (top panel), or with actinomycin D (5 ng/ml; bottom panel). 
RNA was prepared from cell extracts and reverse transcribed into cDNA, and PCR 
reactions were performed in the presence of a range of concentrations of a mimic 
construct (from residue base 418-1271 from Genbank Accession No. L07414; CD40L 
mRNA), containing a portion of the CD40L DNA sequence. For each set of PCR 
reactions shown, the lower band indicates the product of the amplified mimic construct 
and the upper band indicates the product of the test cDNA. The concentration at which 
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the density of the upper test band exceeds the density of the lower mimic band indicates 
the concentration of mimic that cannot out-compete the test cDNA for amplification by 
the CD40L PCR primers. In this experiment, in the absence of actinomycin D, the control 
cDNA out-competes the mimic at a mimic concentration of 10" 3 attomoles/ml, while the 
SLE cDNA out-competes the mimic at a mimic concentration of 10" 2 attomoles/ml. 
Therefore, the SLE cDNA contains roughly 10 times more CD40L cDNA than does the 
control cDNA. For the lower panel, representing cells cultured with actinomycin D 
added at the 1 hour time point, no CD40L cDNA is detected for the control, while a 
mimic concentration between 10 2 to 10" 3 out-competes the SLE cDNA. 

When comparing CD40L mRNA expression in PBMC isolated from SLE patients 
or normal subjects, data from both northern blot and competitive PCR assays showed that 
while the maximum CD40L mRNA expression was observed at 1 -2 hours in both subject 
groups, the relative expression of CD40L mRNA, compared to GAPDH mRNA, was 
greater in SLE than control subjects. In order to assess the duration of CD40L mRNA 
persistence following induction of gene transcription, actinomycin D at 5 mg/ml was 
added to the cultures one hour after initiation of culture with PMA and ionomycin. It was 
observed that CD40L mRNA from patients with SLE had a longer half-life compared to 
CD40L mRNA isolated from PBMC from healthy controls, suggesting that the stability 
of the CD40L mRNA was prolonged in the SLE cells. These experiments, still in 
progress, raise several possible interpretations that are being pursued in the context of our 
funded RO- 1 grant "CD40 Ligand Expression in SLE" . First, the 3 9 untranslated segment 
of the CD40L gene, which confers message stability for many gene products, may be 
altered in SLE; second, the regulatory proteins that interact with the 3' untranslated 
segment of CD40L mRNA may be altered in concentration, structure, or function in SLE; 
or third, and somewhat overlapping with the second possibility, the chronic activation, 
or an increased propensity for activation, of a broad spectrum of autoantigen reactive T 
cells in SLE may confer an activation profile, including increased expression or 
phosphorylation of signaling or regulatory proteins, that promotes prolonged CD40L 
mRNA expression. 
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EXAMPLE 3 

Analysis of CD40L transcription factor binding motifs 

In this Example, the human CD40L proximal promoter was investigated to define 
5 the key regulatory factors that mediate gene transcription, and thereby gain insight into 

the altered regulation of CD40L in systemic autoimmune disease. A previous study of 
the human CD40L promoter used the Jurkat T-cell line as a source of potential binding 
proteins (63). In this Example, primary human T-cells were used. 

Nuclear extracts from PMA and ionomycin-activated peripheral blood cells were 

10 analyzed to examine the proteins from primary human T cells that bind to the human 

GD40L promoter. The -88 to -57 bp (NM 1 -L) segment of the promoter contains a classic 
NF-AT binding motif at the -62 to -69 bp, which location we confirmed the presence of 
by EMSA. PBMC from a healthy subject were cultured with medium alone, or for 0.5 
or 2 hours with PMA and ionomycin, and nuclei were isolated. 32 P-labeled double- 

15 stranded oligonucleotide fragments, corresponding to -88 to -57 bp (NM1-L) of the 

proximal CD40L promoter, were incubated with the nuclear extracts and then run on a 
polyacrylamide gel. Protein complexes bound to the oligonucleotides retarded the 
migration of the labeled promoter fragments. An oligonucleotide containing a known NF- 
AT site in the human IL-4 promoter served as a positive control. As demonstrated in 

20 FIG. 1, protein complexes from activated normal peripheral blood T cells bound to 

oligonucleotides derived from the proximal CD40L promoter. Binding of that complex 
was specifically inhibited by pre-incubation of the nuclear extracts with polyclonal anti- 
NF-AT antibody, but not by incubation with anti-Fos antibody. 

In addition to NF-AT, an additional nuclear complex was identified that was 

25 present in 2 hour-activated PMA and ionomycin-stimulated cultures, but not in 

unstimulated T cells. This complex bound to the 32 P-labeled oligonucleotide fragment 
corresponding to bp -73 to -41 (NM1-P) of the proximal CD40L promoter that extends 
3' of the proximal NF-AT site, but was not altered by pre-incubation with anti-NF-AT. 
These experiments confirmed the capacity of the proximal CD40L promoter to 

30 bind at least two nuclear protein complexes, including NF-AT, from activated peripheral 

blood T cells. The location of the oligonucleotides studied is within the 90 bp just 
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proximal to the transcription start site of the CD40L promoter and is 3' of the poly-A 
tract which we have found to be altered in some patient samples (see below). 

EXAMPLE 4 

5 

Analysis of the functional significance of the altered CD40L promoter 

This example describes the transcriptional activity effect of the altered proximal 
promoter sequence on CD40L gene expression. 

The transcriptional activities of wild-type and altered CD40L promoters was 

10 compared. To determine whether an alteration of A to C at position -125 of the CD40L 

proximal promoter affects promoter activity, promoter segments amplified by Pcdl and 
Pcd2, with either A or C at the -125 site, were inserted into the luciferase reporter vector 
pGL-2/basic (Promega). See FIG. 10. The constructs containing wild-type and altered 
CD40L promoter fragments were used to transiently transfect human Jurkat T cells by 

15 a modified DEAE-dextran electroporation method. 48 hours later, the cells were lysed 

and assayed for luciferase activity. One hour prior to harvest, an aliquot of the transfected 
cells was stimulated with PMA 20 ng/ml and ionomycin 500 ng/ml. A construct 
containing the P-galactosidase gene (Galacto-Light Plus chemiluminescent reporter assay 
kit - Tropix, Bedford, MA) was co-transfected, and the P-galactosidase activity measured 

20 as an internal control to calibrate the transfection efficiency. 

The altered CD40L promoter generated a luciferase signal that was 4-fold higher 
than the wild-type promoter when transfected Jurkat cells were assayed in the absence 
of stimulation (See FIG. 7). After activation with PMA and ionomycin for 1 hour, the 
Jurkat T cells transfected with the promoter expressing the C at position -125 showed 6- 

25 fold greater induction of luciferase activity than the wild-type construct. These data 

suggest that a change from A to C in the poly-A tract of the CD40L proximal promoter 
confers increased transcriptional activity in a T-cell line system. This experiment can be 
repeated and extended to transfection of primary T-cells activated with ConA, according 
to a method described by Cron (109). 

30 
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The present invention is not to be limited in scope by the specific embodiments 
described herein. Indeed, various modifications of the invention in addition to those 
described herein will become apparent to those skilled in the art from the foregoing 
description and the accompanying figures. Such modifications are intended to fall within 
5 the scope of the appended claims. 

It is further to be understood that values are approximate, and are provided for 
description. 

Patents, patent applications, and publications are cited throughout this application, 
the disclosures of which are incorporated herein by reference in their entireties for all 
10 purposes. 
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WE CLAIM: 



1 1 . An isolated and purified nucleic acid having the sequence of residues 331- 

2 455ofSEQIDNO:2. 

1 2. A vector comprising the nucleic acid of claim 1 . 

1 3. A cell comprising the vector of claim 2. 

1 4. A method for identifying an individual at risk for or suffering from 

2 rheumatoid arthritis, which method comprises: 

3 (i) providing a cell which expresses a CD40 ligand; and 

4 (ii) sequencing at least one segment of the promoter sequence of the 

5 sequence encoding the CD40 ligand, wherein said segment comprises position -125 of 

6 the promoter sequence; 

7 wherein said individual is at risk for or has rheumatoid arthritis if the 

8 nucleotide at position -125 is C. 

1 5. A method for identifying an individual at risk for or suffering from 

2 rheumatoid arthritis, which method comprises: 

3 (i) providing a cell which cell expresses a CD40 ligand; 

4 (ii) measuring the level of transcriptional activity of the sequence 

5 encoding the CD40 ligand; and 

6 (iii) comparing the level of transcriptional activity to a control value; 

7 wherein said individual is at risk for or has rheumatoid arthritis if the level 

8 of transcriptional activity is substantially different from the control value. 

1 6. The method according to claim 5, wherein the level of CD40 ligand 

2 transcriptional activity is substantially different due to an A to C nucleotide substitution 
in the promoter sequence at position -125. 
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1 7. The method according to claim 5, wherein the level of CD40 ligand or 

2 CD40 ligand mRNA is measured. 

1 8. A method for identifying a compound that is useful in treating rheumatoid 

2 arthritis, which method comprises: 

3 (i) contacting a CD40 ligand promoter sequence which comprises the 

4 sequence of residues 33 1-455 of SEQ ID NO: 2, or a functional fragment thereof, with 

5 the compound; 

6 (ii) measuring CD40 ligand transcriptional activity; and 

7 (iii) comparing the measured CD40 ligand transcriptional activity to 

8 a control value; 

9 wherein the compound is useful for treating rheumatoid arthritis if the 
10 transcriptional activity is substantially different from the control value. 

1 9. A method for identifying a compound that is useful in treating rheumatoid 

2 arthritis, which method comprises: 

3 (i) contacting a reconstituted system for measuring CD40 ligand 

4 transcriptional activity, comprising a CD40 ligand promoter sequence comprising the 

5 sequence of residues 33 1-455 of SEQ ID NO: 2, or a functional fragment thereof, with 

6 a test compound; 

7 (ii) measuring the CD40 ligand transcriptional activity; and 

8 (iii) comparing the CD40 ligand transcriptional activity to the CD40 

9 ligand transcriptional activity in the absence of the compound; 

10 wherein the compound is useful for treating rheumatoid arthritis if the CD40 

1 1 ligand transcriptional activity in the presence of the compound is substantially different 

12 from the CD40 transcriptional activity in the absence of the compound. 



m 



iui"!ii! O^l MsJhll Cli 'ir: 1 ' 



(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(19) World Intellectual Property Organization 
International Bureau 

(43) International Publication Date 
22 March 2001 (22.03.2001) 




PCT 



IIIIH 

(10) International Publication Number 

WO 01/19844 Al 



(51) International Patent Classification 7 : C07H 21/04, 

C07K 14/435, 14/705, C12N 5/10, 15/00, 15/12, G01N 
33/53 

(21) International Application Number: PCT/US00/24966 

(22) International Filing Date: 

1 3 September 2000 ( 1 3 .09.2000) 



(25) Filing Language: 

(26) Publication Language: 



English 
English 



(30) Priority Data: 

60/153,625 13 September 1999 (13.09.1999) US 

(71) Applicant (for all designated States except US): NEW 
YORK SOCIETY FOR THE RELIEF OF THE RUP- 
TURED AND CRIPPLED, MAINTAINING THE 
HOSPITAL FOR SPECIAL SURGERY [US/US]; 535 
East 70th Street, New York, NY 10021 (US). 

(72) Inventors; and 

(75) Inventors/Applicants (for US only): CROW, Mary, K. 



[US/US]; Apt. 3D, 17 East 89th Street, New York, NY 
10128 (US). LI, Yixin [US/US]; Apt 9H, 430 East 63rd 
Street, New York, NY 10021 (US). 

(74) Agents: ZITRON, Anne, E. et al.; Darby & Darby P.C., 
805 Third Avenue, New York, NY 10022-7513 (US). 

(81) Designated States (national): CA, JP, MG, US. 

(84) Designated States (regional): European patent (AT, BE, 
CH, CY, DE, DK, ES, FI, FR, GB, GR, IE, IT, LU, MC, 
NL, PT, SE). 

Published: 

— With international search report. 

— Before the expiration of the time limit for amending the 
claims and to be republished in the event of receipt of 
amendments. 

For two-letter codes and other abbreviations, refer to the "Guid- 
ance Notes on Codes and Abbreviations" appearing at the begin- 
ning of each regular issue of the PCT Gazette. 



(54) Title: ALTERED NUCLEOTIDE SEQUENCE IN CD40 LIGAND PROMOTOR 



00 



O 



(57) Abstract: This invention relates to alterations in the CD40 ligand (CD40L) promoter, and methods of identifying individuals at 
risk for a disease or condition in which an elevated expression of CD40L is a factor. Such diseases include autoimmune diseases such 
as Rheumatoid Arthritis (RA). Nucleic acids encoding for the altered CD40L promoter are provided. These nucleic acids provide 
diagnostic and therapeutic tools for evaluating and treating or preventing diseases or conditions in which an elevated expression 
of CD40L is a factor. The invention provides a diagnostic method in which a blood or tissue sample is taken from an individual 
at risk for RA, nucleic acid is extracted, and the CD40L promoter sequenced. The invention also provides a diagnostic method in 
which a blood or tissue sample containing cells expressing CD40L is taken from an individual at risk for RA, the transcriptional 
activity of the CD40L gene is measured, and compared to a control value. The invention further relates to screening for compounds 
that modulate the activity of an altered CD40L promoter. Such compounds can be used in treating or preventing diseases in which 
elevated expression of CD40L is a factor. 
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US 



COMBINED DECLARATION FOR PATENT APPLICATION AND POWER OF ATTORNEY 

(Includes Reference to PCT Intonations! Applications) 



ATTORNEY DOCKET NUMBER 
5983/1 G123-US2 




As q bdpw oam*d inventor, I Wfihy declare thai: 

My residence, post office address and citizenship we as seated below next to my name. 

believe I am the original, first and sole inventor (jf ftnly one nafiifi is listed below) or an original^ first and joinr inventor (if plural 
luTTifts arc listed below} of the subject matter which is claimed mr and which a patent is sought on the invention entitled: 

^/altered nucleotide: sequence m cdoo ligand promoter 
the specification of which (check only one item below): 



ls attached licittu- 

was filed as United Scares application 

Serial No- 

on 



and was amended 
on 



(if applicable). 



was filed as PCI' international application 

Number PCTmsnn/24066 

on 13 September 2CHH) 

una wan ATnftndftri under PCT Article 19 

on m ^ m ^_ (if applicable), 

I u««by etatc that I huve reviewed and Wftrsrartd rhe concerts af die above-identified specification, including the claims as amended by 
any amendment referred co above. 

I acimowlcdgc the duty to disclose lnlDrmarion which is maleiikd uj ujg e/Liirumdon of thL«> application in owordancj with Tide 37, Code 
of Federal Ragularione, §1. 56(a), 

1 hereby claim foreign priority benefits under Tide 35, United States Code, §119 of any foreign application^) for patent or inventor's 
certificate or of any PCT inrernauonai application^) designating at lease one cuuuuy udici dmu the United State* of America listed below 
and have also identified bclo™ any foreign <ipplioiuioA(fi) for patem or inventor's certifies or any PCT inTemarjonal appUcarionft} 
d^ipmting at least one country other wan the United Stares of America filed by me on the same subject matter having a filing dare 
before mat of the application^) of which priority is claimed: 



FKlQK FOREIGN/FCT APrLICATlON(S) AND ANY FRlORTTY CLAIMS UNDER 35 TJ.g.C. IIP, 



OOUNTftV 



APPLICATION NUMimn 



60/153,625 



rcT/u30Q/24?<a? 



date of filing 



13 September 1999 



13 ScDjcgibcr 3000 



FWQurrV CUUMED 



-0*2- 



□ vox 



pth iam (bfv m/aai 



P*fle 1 of 2 



(Ino 



US DEPARTMENT OF COMMERCE Pfft9m and Trademark Office 
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DARBY & DARBY P . g -Q Q S W .1 .-"a „ fM 



ill I8IM1 



us 



Combined OflClarailon for Patent Appllwrfion and Power of Attorney (f^rttitlnufidl 

Unchid M ftoffgnm** m PCT Intfe/rtflTlonat Applications) - 



I hereby claim the benefit under Tide 35, United States Code, §120 oTuuj Uulced 5*** applio**on(c) or PCT 
^-piicauon(s) aeslgmiiii^ die Uukcd Stat** of Am=ri^ that listed t-w *nd. insofar as the subiectmatier of each of the 

; of xhis applieatmn i K nm disclosed in that/those prior applicanonOO in the manner provided by the first paragraph of Title 35. 
1 States Code §1 11 1 acknowledge die duty to disclose material mformanon as defined in Title 37, Code of Federal 
2002 Rejgularionti, §1.5G(a) which occurred between the tiling date of me prior applivatiuu^) and the national or PCT international filmfi 
r this application: 




ATTY'S DOCKET NUMBER 

59S3/1G123-03g_ 



^yPRlon U.S. APPLICATIONS OR PCT INTERNATIONAL APPLICATIONS DESIGNATING THE U.S. FOR BENEFIT UNDER 
35 U.S.C. 120: __ 



U S APPLICATIONS 



U.£ APPLICATION NUMHfcH 



U.S. flUNQ PATE 



STATUS (Check one) 



PATENTED 



PENDING 



ABANDONED 



OCT ALLIGATION NO 



PCT APP UC ATI ON S DESIGNATING THE U.S. 

PCT HUNG DATfv 



ASSIGNED (Ifgnyl 



POWER Or ATTOrtNEY: A3 a named inventor, I hnroby appoint th« following attorney(s) and/or agents to prosecute this eppGca; 
trans' Ml business in the Patent and Trademark Office connected therewith. Gordon D. Coplein JL1 aj£&USHicheol J- Sweef 
#1 9,937 J ^S Jeter Ludwlg #2jyi£UPaiil R elds #20,298, Joseph B. Lereh #Zka3£JWelvm C Garn er #26,272,, Ethan Horwi 
#aZ-a4B^Beverly B, Goodwin #28,417, Adda"CTS5gnri0^aaa^^art»rt E- Goldstein IZO^SggJ^it J. Lewcn_l£W4«3, Ho 
Sternberg # Peter G- Schechter ^3 T,GC2, Robert Schnffar #31 ,1&4.Flohert C. ggflf^art. Jr. #30 P dJ=ig . .Irwseph R- Rohinfii 
#33,44. D^g^on #36,TQ5^rtd Paul F. F^hloftr #35,135 




^nrrrtstpnndftnce to: 



DARBY & DARBY P-C- 
805 ThircLAvenue 



Direct Telephone CbIIs to: 
(nam 9 ?nd tele prion© numtwrj 

(919) H77-7700 

attorney name 



2 


FULL NAME 
OF INVENTOR 


FAMILY NAieffiy-^ 


rin^T GIVEN NAME 

Mary 


ftFCOND GIVEN NAME 

K. 


0 


ncauxHQC a 
CmZENSHP 


New York _ ^ 


STATE OH FOREIGN COUWTRY 

New York 


COUNTRY OF CITIZENSHIP 
U.S. 


1 




post omce ADDnccc 

17 East 89* Street. Apt. 3D 


- CITY 

New York 


STATC * ZIP CODE/COUNTRY 

New York 10128 


2 


J'ULLNMfaie 

OF INVENTOR 


FAMILY IMAMC ^ ^ _£0J 


nnor civcn name 
YTxIn 


SECOND GIVEN WAMF 


0 


CITLEfiMSHlP 




state OR FOREIGN country 

Maryland 


mi INTRY ftF CITIZENSHIP 

U.S. 


2 


roDTomoc 
ADDRESS 


P03T OFFICE APDRE33 

?w RPBiWf Bar -mJ^J //«%*i.rte yr-j 


C,TY Che^^c^ 


r STATE & ZIP CODE/COUNTRY 

Maryland gQOfgr" 


2 


FULL NAME 

OF INVENTOR 


TAMILY NAME 


FIRST GIVEN WAMF 


SECOND GIVEN NAME 


O 


RESIDENCE ■■ 

cmzsN$Mip 


CITY 


9TATP OR FflRFIGN COUNTRY 


COUNTHY OF CITIZENSHIP 


3 


pnflT nmrF 
ADDRESS 


POST OFPICC ADDRESS 


city 


STATE & ZIP OODeCOUNTRV 



I hereby declare that ail statements made heroin of my awn knowledge arc tni* And that all statements made on information and 
belief are believed to be true; and further that these statements were made with the knowledge that willful false statements and the 
like so made are punishable by fine or imprisonment, or both, under section 1001 of Tide 18 of the United States Code, and that 
such willldl false statements may jeopardize me validity or me appuirdduu w any patcma iaauiofi thereon. 



EXCHXnVBE OF INvirpj-rOd 9(11 ^ 



MGNATIJILE OF INVEWTOk 




SIGNATURE 0* INVENTOR 303 



"3^ 



FTD 1391 (fiEV. 10/531 
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